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Methionine
SAM
SAH
Choline
PC
Biliary excretion
MDR2
GNMT
PEMT
Glycine
Sarcosine
Guanidinoacetate
PE
Creatine
PC
GAMT
LRH-1
Methyl-Acceptor
Methylated Product
MCD Diet
?????????????
???
?????????????????? ???????????????? ????????????????????????????????????????????????????? ????? ?????? ???? ???
???????????????????????????????????????????????????????????????????????????????????????? ?????? ??????????
?????????????????????? ?????????????????????????????????????????????????????????????????????????????????????
?????? ????????? ???? ??????? ?????????? ??? ????????? ????? ????????? ????? ?????? ???? ????? ????????? ?????? ????
??????????????????????????? ??????????????? ?????????????????????
????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????? ?????????????????????????????????????????????????????????????????
???????????? ?????????????????? ???????????????????????????????????????????? ???????????????????????????????
???????????????????????????????????????????????????????????????? ???????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ????????? ??????? ?????????????????? ?????????????? ????????? ???????????????????????????? ???????????????
??????? ??????????? ????????????? ???????????????????????????????????? ????????? ??? ????????????????????????????
?????????????????????????????????????????????????????????? ???????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????? ??????????????????????????
???????????????????????????????????????? ????????????????????????????????????????????????????????????????????
?????????? ??? ???? ?????????????? ??? ???? ????????????????? ??????? ?????????? ??????? ??? ?? ????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????? ?????????? ????? ???????? ??????? ??????? ???????? ??? ???????????????????? ???? ?????????? ?????? ??? ???
???????????????????????? ?????????????????????????????????????????????????????????????????????????????????
????????????????????????????? ????????????????????????????????????????????????????????????????????????
?????????????????????? ???????????????????????????????????????????????????????????? ??????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ?? ????????? ???????????????? ???????? ????????? ??? ????? ?????????????? ??? ????? ??????????????????????? ????
????????????????????????????????????????????
????? ????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????? ?????????????????????????????????????????????????????????????????????????????
?????????????
???
????? ????? ?????? ??????? ???? ???????????? ??????? ??? ?????????????? ???????? ???? ?????????????? ???????? ????? ???
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????? ????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????? ?????????????????????????????????????????? ????? ??? ?????? ????????????????? ??????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????? ???????????????????????????????????????????????
???????? ??? ??? ??????????????????? ?????? ?????????? ?????????? ???? ??? ???? ???????? ????????????? ???????? ???
???????????? ????? ???????????????????? ??? ????????? ?????????? ??? ?????????? ???????????? ?????? ???? ????? ????????
????? ??? ???? ?????????????? ??????????? ?????????? ???????????? ??????? ??????? ???????? ??????? ??? ????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????? ?????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????? ???????????????????????????????? ??????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????? ??????????????????????? ????????????? ?????? ????????? ?????????????????????????????????
???????????????? ??? ??????????? ????????? ?????????? ???????? ???? ??????? ?????????????? ???????????? ??? ?????? ????
??????????????????? ??? ??? ????????? ????? ?????????????? ??????? ????????????????????????????????????? ????????
??????????????????????????????????????????????????????????? ????????????????????????????? ??????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????? ???????????
????????????? ???????? ????????? ???????????????? ???? ??????? ??????????? ???????? ??? ????????? ??????? ?????? ??????
????????????????????????????????????????????????????????????????????????????????????? ??????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?

????
 ??? ??????????
???????? ???? ????? ??? ???? ??????????? ??? ????? ?????????? ?????????? ???? ?????? ???????? ???? ?????? ???????????? ???
?????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????
???????????????????????????? ???????????????????????????????????????????????????????????????????????????????
?????????????????? ????????? ????????????????????????????????????????????????????????????????????????????????
????????????????? ????? ????????????????????????????????????????????????????????????????? ???????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????? ???
???????????????
????????? ?????????? ?????????????????????????? ???? ?????????????? ??? ??????????????? ?????? ???????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????? ????????????????????????????????????????????????????????????????????
??????????? ???????? ????? ????? ??????? ??????? ????? ??? ???? ????????? ????? ???? ?????? ??????????????? ?????????????
????????????????????????????????? ??? ????????????????????????????????? ???? ?????? ???????????? ?????????????
??????????????????????????????????????????? ?????????????????? ???????????????????????????????????????
???????????????????????????????????????????????????????????
????
 ?????? ??????????????????????????
??? ???????????
???? ?????????????????? ?????? ??????? ??????????????????? ????????????????????? ???? ?????? ??????????
???????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
????? ??? ???? ???? ????????? ????? ??????????????? ???? ???? ???? ?????????? ?????????? ??? ???? ???????
????????????????????????????????? ??????? ?????????????????????????????????? ???????
???????????????????????????????? ???? ??????? ??????????????????????????????? ?????
???????????????????????????????????????????????????????????????????????????????????????????????????
?????? ???????? ?????? ?????????? ???????? ?????????????? ????? ??? ?????? ?????????? ??? ???????????????? ??? ??
????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ???????? ????????? ?? ??????? ???? ????????? ???????????? ???????? ???????? ?????? ?? ???? ?? ????
?????????????????????????????????????????????????????????????????????????????????????? ????????????
??????????????????????????????????????????????????????????????????????????????????????? ??????????????
???????????? ???????????????????? ?????? ????????????????? ???????????? ????? ??????????????? ?????????
???????????????? ????????????????????????? ???????????????????????? ???????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????? ??????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????? ????? ??????????????????????????????
???????? ????????????? ??? ????????? ???????????????????? ?????? ????????? ?????????? ????????????? ?????????
??????????????????? ??????
?????????????????????????????? ???????????????????????????????????????????????????????? ?????????????
??????????????????????????????????????????????????????????????? ?????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????
?????????????? ???? ????????????? ??????? ????? ???????? ?????????? ??? ????????? ?????????? ??????????
??????????????????????????????????????????????????????????????????? ??????????????????????????????????
?????????????????????????????????????? ??????????????? ???? ???????????????????????? ????????????
???? ???? ???????????????? ?????? ???? ???????? ??? ???? ??????????? ???????????????? ????????? ?????? ???
?????? ?????????????????
???
???????????????????????????????????????????????????? ?????????????????? ??????????????????? ??????????
????????? ???? ????? ????? ???????? ?????????? ?????? ???????????????? ????????? ???? ???????????? ??? ???????
????????????????????????????????????????????????????? ????????????????????????????????????????????
????????????????????????????????????????????????????????????????
      ???????????????? ?????????????????????? ?????????????????????????????????????????? ?????????????????? ???
???????????????????????????????? ?????????????????????????????????????????????????? ?????????????????????
?????? ?????????????????????????????????????? ??????????????????????????????????????????????????????????????
? ?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????? ?????????????????????? ???????????????????
?????????????????????????????????????????????????????? ????????????????????????????????????????????????
??????????? ??????????????????????????????????
?????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????? ????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ??????? ????????????????????????? ?????????????????? ?????????????? ????? ??? ???? ????? ??? ??????????
????? ?????????????????????????????????????
?????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
???? ??????????????????????????????????????????? ????????????????????????????????????????????? ??????
?????????????? ????????? ??? ???????????????? ??????? ???? ??????????? ????? ????????? ????? ??????? ???? ??????
????????????????????????? ??????????? ????????????????? ?????????????? ???????????????????? ?????? ???????
???????? ??????????? ???????? ?????????? ??? ???? ??????????????? ?????????????? ???? ????? ???????????????? ??????
????? ???????????????????????????????????????????????? ??????? ???? ?????????????????????????????? ?????
???????????? ?????????? ??? ?????? ???????? ?????? ?????? ????????????????? ????????????? ???? ???
???????????????? ????????? ?????????? ??? ?????? ???????? ????? ?????? ???????????????????????????
???? ??????????????????????????? ??????? ????? ???????????? ????? ?????? ?????? ?????????????? ???? ???
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????? ?????? ?? ?????????????? ?????? ?????????????????? ????????????? ???????? ????????????????????????? ????
???????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????
?????????? ???????????????????????????? ???????????????????????????????????????????????????
???????????????????????? ?????? ????????????????????????????? ???????????? ???????????????? ???
???????? ????? ????????????????????????????????????????????????????????????? ?????? ????
?????? ?????????????????
???
???????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????? ???? ??????????? ????? ???? ????? ?????? ???? ???? ??????????? ??
???? ????????? ????? ??????????? ???????? ???? ?????? ??????????? ??????? ???????? ??????? ?????? ?????????? ????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????? ???? ????????? ????????? ???? ?????? ??????????? ???????? ?????? ???? ????????????? ??????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????
???????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????? ??????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????? ??? ??????????? ???? ??????? ??? ???????????????????????????? ??????? ??? ???? ?????? ???? ???
????????????? ???? ???????? ???????? ???? ?????? ??????? ? ?????????????? ??? ???????????????????????????? ???
?????? ???? ????????? ??? ??????? ? ?????????? ???????? ?????????? ????? ?????????? ???? ?????????? ??? ???
?????????????????????????????????? ????????? ????? ????????????????????? ??????????? ????? ?????????????????
??????????????????????????????????????????????????????????????????????????????????????????? ??????????
???????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????? ?????????????????????????????????????????????????? ?????????????????????????????????
?????????????????????????????????????????????????????? ????????????????????????????????????????????????
????????????????????????????????????????????????
?????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ????????? ??????????? ??? ????????? ?????????? ?????? ????????? ?????????? ??? ???? ????????? ??? ???????
??????????? ???????? ??? ??????????? ??????????? ?????? ??????? ???????? ??????????? ???????? ?????????? ??? ????
???????????????????????????????????????????????????????? ??????????????????????????????????????????????????
????????????????????????????????
?????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ????????????????????????????????????????????????????????????????????????????????????????????????
???????????????? ???????? ?????????????????? ??????????????????????????????????????????????????????????????
?? ?? ???? ??????? ????????? ??? ???? ???? ??????? ??? ?????? ??? ??????????? ?????????? ??????????? ??? ?????????????
??????????????????????????????????????????????????????? ???????????????????????????????????????????????
??????? ????????????????????????? ???????????????? ?????????????? ?????????????
?????? ?????????????????
???
????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????
??????????? ??? ??????????????????????????? ??? ??????????? ????????? ??? ??????????????? ?????????????????????
???????????????????????????????????????????????????????????????????????????????????????????? ?????????? ????
?????? ???????????????????????????????????????????????? ?????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????? ????????????????????????????????????????????????????????????
???????? ?????????? ????????????? ??????? ??????? ???? ?????????? ?????????????? ??? ??? ??? ??????????? ?????? ???
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????? ???????????????????
????????????????????????????????????????????????????????????????????????????? ?????????????????????????????
????? ?? ??????????????????? ????? ???????? ??????? ???? ????? ??? ?? ???????????? ??????????? ??? ??????? ??????
????????????????????????????????????????????????????????? ??????????????????????????????????????????????????
????????????? ????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????? ???????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????? ??????????????????
???? ????????????????????
?????????????????????????
?????? ????? ??????? ??? ???????? ??????? ??? ?????? ?????? ???? ????? ??? ???? ??? ??? ??????? ?????? ???? ???? ????????
??????????????????????????????????? ???????????????????????? ???????????????? ??????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????
??????????????????????
?????????? ???? ??? ??????????? ????? ??????????? ?????? ??????????? ????? ?????????? ???????? ?????????? ??? ????
?????????????????????????????
??????????? ?????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????? ?????????????????
????????????????????????????????????
?????? ?????????????????
???
???????????????? ???????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
???? ?????????? ??? ??????????????? ???? ??? ???? ??? ????? ????? ??????? ????????? ????? ????? ?????? ??? ???????
??????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????? ??????????? ?????????????? ????????? ???????? ?????? ??????????????????? ????????????
??????????????????????????????????????????????????????????????????? ????????????????????????????
??????????????????????????? ?? ????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????μ????????????????????????????????????????? ????????????????????????????????????????????????????????
??? ?? ??? ?? ??????? ??? ???? ????? ?????????? ??? ??????????? ???????????? ???????? ?????? ?? ????????????? ????? ???????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ????????????????????????? ?????????????????? ?????????? ??????? ???????? ??????????????????????????
?????????????????? ???? ?????????? ????? ?? ??????? ???????? ??????? ????? ?? ??????????? ?? ?? ??? ?? ??? ?????????????
????? ??????????????? ??? ?????? ????????????? ??????????????????????? ???? ????? ??????????????? ?????????
???????????????????????????????????????????????????????????????
??????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ??????????????????? ????????????????????????? ????????????????????????????????????????????????
???????????? ??????????????????????????????????????????????????????? ?? ??????
?????????????????????
????? ??????????????? ?? ???? ?? ??????????? ??? ???????????? ???????? ???? ??????? ???? ????????? ?????? ????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????
?????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????? ????????? ????????????????? ??????? ?????
?????????????? ?????????????????? ???? ??????????????????? ???? ???? ?????? ????????? ???????? ???????????
???????????????????
?
?
? ?
?????? ?????????????????
???
????? ??????????? ???? ??????????? ????
????? ????????????????????? ?????????????????????
????? ????????????????????? ?????????????????????
????? ????????????????????? ?????????????????????
???? ?????????????????????? ???????????????????????
?????? ???????????????????? ????????????????????
????????? ???????????????????? ??????????????????????
????????? ????????????????????? ?????????????????????
????? ?????????????????????? ??????????????????????
????? ????????????????????? ?????????????????????
???? ????????????????????? ?????????????????????
??? ????????????????????? ?????????????????????
????? ????????????????????? ???????????????????????
????? ????????????????????? ?????????????????????
??????? ????????????????????? ????????????????????
??????? ????????????????????? ?????????????????????
????? ????????????????????? ?????????????????????
????? ??????????????????????? ????????????????????????
????? ????????????????????? ?????????????????????
????? ????????????????????? ????????????????????????
????? ????????????????????? ???????????????????????
???? ???????????????????????? ????????????????????????
????????? ????????????????????? ?????????????????????
????????? ??????????????????? ????????????????????
????? ?????????????????????? ?????????????????????
????? ????????????????????? ?????????????????????
??????? ?????????????????????? ?????????????????????
????? ????????????????????? ?????????????????????
????? ??????????????????????? ????????????????????????
????? ??????????????????? ????????????????????????
????????? ??????????? ???? ??????????? ????
????????????? ??????????????????? ????????????????????????
??????? ?????????????????????? ??????????????????????
???????????? ????????????????????? ??????????????????
??????? ????????????????????? ?????????????????????
??????? ????????????????????? ?????????????????????
?????? ??????????????????????? ?????????????????????
?
?
?
??????????? ??????????????????????????????
????
 ?????????????????????????????????????????
???????????????????????????????????
??? ????????????????????????????????????????????????????????????????
??? ??????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????? ?????? ??????? ??? ??????? ?????? ??????????? ??????????????? ???????????????? ?????????????? ????
?????????? ???????? ?????????????? ????? ????? ????????? ????? ???? ??? ?????????? ???? ???? ?????? ??????? ???? ???
?????????????????????????????????????? ???????????????????????????????????? ??????????????????????????????
???????????? ??????????????????????????????????????????????????????????????????????????????????????????????????
??????????
?
????????????????????????????????????????????????????????????????????????????
??????????? ???????????????????????????????????????????????????????????? ??????????????????? ????????????????????????
???????????????????? ?????????????????????? ???????????? ????????????? ??????? ???? ?????? ????? ???????? ??? ???? ??????????????
???????????
??????? ?? ?????? ???????????????? ???? ??????? ????????????? ?????? ????????????????? ??????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ??????????? ???????? ??????????????? ???????????? ???? ???? ?????? ??????????? ???????????????? ????????? ??????
????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????? ??????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???
???
??
???
???
???
??
??
??
?
??? ?????????????? ???????? ?????????
??????? ???????? ?????????
?
?
??
??
?? ???
??
??
???
???
??
???
??
??
??
?
?
??
??
?? ??
?
?
??
???
???
???
?? ??? ??? ??? ?? ??
???????????
???????????
?
???????????????????????????? ??????????
???
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ?????????? ??????????????? ??????? ????????????????? ?????? ???????? ???????? ????? ???????? ?????? ??????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????
?
??????????????????????????????????????????????????????????????????????????????????????????????? ????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????? ????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????? ???????????
???????? ??????????? ??????? ??? ???????? ?????????? ??? ??????????????????? ??????????? ? ???????? ??? ????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ??? ???????????? ???? ???????????? ??????? ???? ?????? ??? ???????????? ???????????? ???????? ??????? ??????????? ?????
????????????????? ???????????????????? ??????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??? ??????????? ???? ????? ????????? ???????? ???? ???????????? ????????????????? ??? ??? ???? ??? ????????? ???
????????????? ???? ??????????? ? ??? ???????????? ???? ???????????? ???????? ?????????? ??? ???? ???? ??????? ???
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????? ?????????????????????????????????????????????????????????????????????
???? ????????? ???????? ????????? ????????? ??? ???????????? ???????????? ??????????????????? ?????????????? ???
??????? ???????? ???????????? ???? ???????????? ??????? ???????? ????????? ??????????? ?????? ??????? ??? ???? ???????????
???????? ???? ???? ??????????? ??? ???????? ????????? ???? ?????????? ???? ??????? ??????? ??????????
??????????????????????????????????????????????????????? ???????? ??????????????????????????????????????????
??????????? ?????????? ?????? ???? ?????????? ???? ???? ?????????? ????? ?????????????????? ???????? ??????? ??????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????? ???????????????????????????????????????????????????
?
?
???
??????
????
??
??????????????? ???????
?
?? ???????
?? ???????
??
????????????
?????
?
??
?
?????
???
?
?????
?
???
???? ?? ??? ??????
???
???
??? ??????
??
?
??
????
??
???
??
???
???
??
???? ?? ??? ??????
???
???
??? ????
?
??
????
??
???
??
???
???
??
?
?
? ???????????
???????????
???????????????????????????? ??????????
???
?
?????????????????????????????????????????????????????????????????????????
???? ???????? ???????? ??????? ??? ???????? ???? ???????? ???????????????? ???? ????????? ???? ??????????????? ??? ????????? ???
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????? ?????????????????????????????? ??????????
??????? ????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????? ????????????? ????????????????????????????????????????????????????????????????????
?????????????????????????? ???????????????????????????????????????????????????????????????? ?????????????????
???????????????? ???????????????????????????????????????????????????????????????????????????????????????
?????????????
?
???????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????? ???? ???????????????
?????????????????? ?????????????????????????????? ?????????????????????????
???????????????????? ??????????????????????????????????? ????????????????????????????????????????????????
???????? ?????? ?????????? ???? ????????? ??? ???????????? ?????? ????????? ????????????? ????????????????? ?????? ?????
?????? ????? ???? ????? ????????? ?????????? ???????? ????? ?????????????? ??? ???????????????? ??????? ???????? ???????
?????????? ?????????????????????? ???????????????????????? ?????????????? ???????? ????????? ??? ???????????? ????????
?????? ????????????????????????????????????????????????????????? ??????????????????????????? ??????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ?? ??? ??????
???
???
???
???
?
?
??
????
? ??
???
???
??
???
?
????? ?? ??? ???
???????
????? ?? ??? ???
????????
??????????? ???????????
?
?
????????? ??????? ????????? ?????????
??
???
???
???
??
??
??
???
??
?? ??????????????????????
?
?
????
??
???
???
??????????? ???????????
????????
???? ?? ?????? ????
???????
?????
?????????
?????
????? ? ? ? ? ? ?? ? ? ? ? ?
???????????????????????????? ??????????
???
?
?????????????????????????????????????? ????????????????????????????????????????????????? ????
???????????????????? ???????????????????????????????????????????????????????????????????????????????????????????????
?????????????????? ?????????????????? ????? ????????????? ???? ??????????????? ????????????? ??????????????? ???????????????
????????????????
??? ??????????????????????????????????????????????????????????????????
?????????????????? ??????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??? ?????????????????????????????? ???????????????????????????????????????????????????? ?????????????? ?????????
?????????????????????????????????????????????????????????????????? ???????????????????????????????????????
???????????????????????? ???????? ?????????????????????????????????????????????????????? ???????????????????
????????? ??? ??????????? ?????????? ????????? ?????????????????? ?????????? ??????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????
?
????????????????????????????????? ????????????????????????????????????????????????????????
????????????????????? ???????? ???????????????????????????????????????????????????????????????????????????????????????
??????? ??? ????????????? ?????????? ??? ???????????? ???? ????????????????? ?????? ????????????? ???? ??????????????????? ????
????????????
??????? ?? ????? ?????????? ???? ?????????? ???????? ??? ????????? ??? ?????? ???? ???????????????????? ??????? ????
?????????????????????????????????????????????????????????????????????????????????????????????????????? ?
???????????????????????????????????????? ????????????
?????
??????
?????
??????
??? ???? ???? ?
?
??
??
??
??
??
??
??
??
???
???
???
?
?
?
?
?
?
???
???
??
???
????
?
?
?
?
?
??
?
???
???
??
??
??
???
???
??
?
? ??
???????????
???????????
?????
??????
?????
??????
???
??
???
??
???
??
?
?
?
? ???
??
????
??
??
??
???
??
???
?
???
???
???
??? ??
???
??
???
??
???
???
???
??
??
??
??
???
??
???
?? ??
???????????
???????????
???????????????????????????? ??????????
???
?
??????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????? ???????????? ??????????
??????? ???????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????? ?????????????????????????????????????????????????? ??????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????? ??????????? ???????????????? ??????? ???????? ????????? ?????????????? ?????????????????? ????????
???????
?
???????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????? ??????????????????????????????????? ? ?????????????????????????????????? ???????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ???????????????????????
??????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????? ???????????????????????????
????
???
???
???
???
???
???
????
???????
????????
????????
??
??????????? ????????????
???
??
??
??
??
???
??
???
?
????? ?? ??????
???????
????? ?? ??? ???
?????
?
???
???
???
???
??? ????
???????
????????
????????
??
????
??
??
???
??
?
??????????? ???????????
? ??
??????????? ???????????
? ?? ?? ?? ?? ??????
???
???
???
???
???
??
??
???
??
???
???
??
??
??
???
???
???
??
?
??????????????????
?????????????????????????
???????????????
???????????????????????
??????????????
? ???? ????? ????????
???
???
???
??? ???????????????????????????????????????
?????????
??
???
??
??
???
??
??
???
??
n=??
??????
???????
??????
??????
???????
???????
?????
????
??????
???????
??????
????
?????
???????
?????
???????
??????
???????????????????????????????
?
?
? ??????????? ???????????
???????????????????????????? ??????????
???
?
????????????????????????????????????????????????????????????????????????????????????????????????
????????? ???? ???????????????????? ???????????????????????????????????????????? ?????????? ?????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????? ?????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????? ???????
??????????????????????????????????? ??????????????????????????????????? ???????????????? ???????????????????????????????
???????? ????????????????????????????????????????????????????????????????????????? ????????????????????????????????????
???????????????? ? ????????????????????????????????????????????????????????????????????????????????????????????????
????????????? ??? ????? ????????? ????????????? ???? ???????? ?????????? ?????? ?????????? ??? ??????????????? ?????? ??????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????? ?????????????????????????????????????? ?????????? ????????????????????????????????????????????????????
??????????????????
??????? ???????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ?????? ????????? ??? ?????????????????? ??????????????? ???????? ???????????????????????? ????????????
???????? ?????????? ?????????????? ???????????? ?? ????????? ?????????? ?????????? ????????????? ????????????? ??
????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????? ??????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????
??????? ????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ??? ??????? ????????? ??????? ?????????? ????? ???????? ????????????????? ?????? ??? ?????? ? ???????? ???????
??????????????????????????????????????????? ??????????????????????????????? ??????????????? ??????? ????
?????????? ??????????????????????????????????????? ???? ?????????????? ??????????????????????????????? ??????
????
????
????
????
?????
?????
?????
?????
?????
????
?????
????
?????
?????
????
?????
????
???
????
?????
????
???
??????
???
?????
?????
????
????
?????
?????
?????????????????????? ??????????????
??????????? ???????????
????????
???
??????
???
?????
?????
????
??? ???
??? ????
????
????
???
?????????????
??????
???
????
???
???
????
?????
???????????
????
?
? ???? ????? ?????????
???
???
???
???
??? ????????????????????????????????????????
?????
?????????
??
???
??
??
???
??
??
???
??
? ?
???????????????????? ???????????????? ??
???
???
???
???
??? ?? ?????
??
????
??
??
??
???
??
???
?
?
?
????? ??????
????? ??????
??? ?? ???
?
??
??
???
???
???
??? ???
?
???
?
???
?
??
??
??
??
???
???
???
???
???
??
????
??
??
??
???
??
???
?
????
???
???
???
??
????
??
??
??
???
??
???
?
?
?
????? ???? ???
?
?
???????????????????????????? ??????????
???
????? ?????????????????????????????????????????????????????????????????????????????? ???????? ??????????????
????????????????????? ??????
??? ???????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ???? ??????????? ??????? ???????? ?????????????????? ???????????????? ????? ??????? ???? ??????? ????????
???????????????????????????????????????????????????????????????????
 
????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????? ??????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ??? ???????? ?????? ????????? ???????????? ???? ?????????????????? ???? ????????? ?????? ????????? ????????????????? ??????? ????
????????????????? ?????????????????????? ???? ?? ?????????? ???????????????????? ????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????? ?????????? ????????????????????????????????????????????????????????????
 
???????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????? ???????? ?????? ???????????????????????????????????????????????? ??????????????? ??????????
??????????????????????? ?????????????????????????????????????????????????????? ???????????????? ???????????
?????????????????????????? ?????????????????????????????
??????????????????? ??? ???? ???????????????????????????????????? ?????????????????????????? ???????? ??????????
??????????????????????????????????????????????????????????????????? ???????????????????????????????????????
????????????????????????????????????????? ??????????????? ??????? ?????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????? ??????????? ??????????? ????? ??????????????????????????????????????? ??????????????????? ???
?????????????????????
???
???
???
???
???
?
?
?
?
?
?
??? ??????? ????
???
??
??
??
??
???
??
???
?
???
???
???
???
? ??
???? ???? ?????
???
??
??
??
??
???
??
???
?
? ???? ????? ?????
????
???
???
???
??? ??????????????
?????????
??
???
??
??
???
??
??
???
??
????
? ? ?
?? ?
???????????
???????????
???????????????
???????????
???????????
???
???
???
???
?
???
???
???
???
??
???
???
???
???
??
???
????
??
??
??
??
??
?
??
????
??
??
??
??
??
?
??
????
??
??
??
??
???????????????????????????? ??????????
???
?????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
????????? ??????????? ????????? ???????????? ????? ?????????? ???????? ?????????? ???????????? ???????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????? ???
?????????????????? ???????? ?????????????????? ??????????? ???????? ?????? ??????????? ????? ?????? ????? ????????
????????????????????????
?
??????????????????????????????????????????????????????
??????? ?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????? ??????????????????????????????????????????????????????????????????
?????????????????????????????????? ???? ??????????????????????????????????????????????????????????????????????? ??????
???? ????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????? ?????
?
??????? ?? ??????????????? ??? ??????? ?????????? ??? ?????? ????????? ???????? ???????? ?????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????? ???????
??????????????????? ??? ?????????? ?????????? ???????????????? ???????????????????????????????????????????????
????????????????????????? ??????????????????????????????????????? ????????????????????????????????? ?????
????????????????????????????????????????????????????????????????????????????????????????????????????? ????
??? ????????? ????????? ?????? ???? ?????? ????????? ????? ???????? ???????? ?????????????? ????? ??????? ??????????
?????????????????????????????????????????????????????? ??????????????????????????????????????????????????????
????????????????????????????????? ?????????????????????????????????? ?????????????????????????????????????????
???????? ?????????????? ???????????????????????????????????????????????????????????????????? ???????????????
???????? ?????? ??????????????? ???????? ???????? ????????????? ?????????? ??? ?????? ??? ?????????????????????
??????????????????????????????????????????????????????????????????????????????
???????????????????????????????
?
?
?
? ??? ??????????
???????????????????????????????
???
???
???
???
????????
??????? ????
??????????? ??????????
?????
??
????
??
??
??
???
??
???
?
??
????
??
??
??
???
??
???
?? ? ?????? ?????
????
?????
????
?????
???????? ????????
?
???????????????????????????? ??????????
???
?
??????????????????????????????????????????????????????????????
????????????????????????????????????????? ?????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????? ??? ????????????????????????????????????????????????????????????????????????????????????? ?????
??????????????????????????????????????????????????????????????????? ?????????????????????????? ???????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????? ??????????????????????????????????????????????? ??????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????? ?????????? ????????????????????????
????????????????????????????????
??? ?????????????????????????????????????????????????????????????
??????? ????????? ??????????????????????????????????????? ????? ?????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????? ???????????????? ????????
?????????? ????????????? ????????????? ?????????? ??????????????? ????????????????? ?????????????? ????? ???
???????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ???????????? ???????????????? ?????????????????? ????????? ??? ????? ?? ?? ?????????? ??? ???? ??????????? ??? ???
?????????????? ???????? ?????????? ??? ?????????? ???????????? ??????? ?? ??????? ????????? ??? ???????? ???
?????????????? ???????? ????????? ??? ????????????????? ???????? ???????? ??????? ???? ??????????? ??????? ??? ??????
??????????????????????????????????????????????????????????????????????????????????????? ???????????????
????????? ???????????????????? ???????????????? ?????????????????????????????????????????????????????????????
??????????
????????????
????
?????
????????
???? ????
?????????
???? ????
???????
???? ???? ???? ????
??? ??????
???? ????
????????
? ? ?
???? ? ???
?
?
??
?
??
??
??
???
??
???
??
??
??
??
??
? ? ? ? ? ??
?
???? ???
????
????
????
????
???
???
???
???
???????
???
????????????????????????
???
???
???
?
???
???????? ?????????
???? ?????????
??? ??????? ??
???? ??????? ??
???
???
???
???
?
??
????? ????
?
??
????
??
???
??
???
???
??
???
?
???
?
?
?
??
???
???
??? ???
??
????
??
???
??
???
???
???
? ???????????
???????????
???
???
???
???
???
??
? ? ?
???
????
???
???
???
???
??
?
???
???
????
? ???
???
????
? ???
???
????
?
???
???????
?
?
???????????????????????????? ??????????
???
???????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ???????? ?????????????? ????? ?????????? ????????? ??????????????????? ????? ???????? ?????????? ?????? ???
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ???? ?????? ???????? ?????????? ?????????? ?????? ???????? ???????????? ????? ?????? ????????? ??????????
???????????????????????????????????????????????
?
?????????????????????????????????????????????????????????????????????????????????????????
????????? ????????????????????????????? ??????????????????????????????????????????????????????????????????????????????
?????????????????? ???????? ???????????????????????????????????????????????????????????????????????????????????????
????????????????????????? ????????????????????? ????? ????????? ??????? ????????????? ??????????????????? ?????????????????
??????? ???? ???????????? ???? ??? ???? ??????? ??? ???????????? ???????????? ???? ?????????????????? ????????????????? ??????? ???
??????????????????????????????????????????????????????????????????????????? ???????????????????????????????????????????????????
????? ?????????????????????????????????????????????? ????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ??????? ????? ??? ????????????????? ?????????? ????????????????? ??????? ????? ???? ??????? ????? ????? ??????????????? ??
???? ??????????????????????????????????????????????????????????????????????????? ????????????????????????????????????
??????????????? ?????????????????????????????????
??? ?????? ????????? ?????????????????????????????????? ??????
??????? ????????? ??? ???????????? ???????? ??????????????? ??? ???????? ?????? ????????? ???????? ??????? ????? ???
????????????????????????????????????????????????????? ???????????????????????????????????????????????????????
?????????? ??? ??????? ??????????? ???? ????????? ??? ???????????? ???????? ??? ?????????? ??? ???? ?????????? ?????
??????????????????????????????????????????????
????????????????????
??? ??? ??? ??? ???
????????????????????????
?
? ? ?
???
???
???
???
???
???
??
?? ??
???
??
???
???
???
???
???
???
??
??
???
???
???
? ???????????
???????????
??
??
???????????????????? ????
???
?????
??
???????????
???????????
????????
?? ???
?????
?????
?
? ? ? ?
???
???
???
???
?
???
??
?? ?
??
??
??
??
??
??
??
?
?
?
?
?
?
??
???
???
???
???
??
???
???
???
???
???
???
??
??
???
???
???
???
?
?
???????????
???????????
????????
???????
???
????
???
???
???
???
??
??
??
?
?
???
???
???
???
???
???
???
??? ???????????
???????????
??
????
??
???
??
???
???
??
??
?? ?
??
??
??
??
??
??
??
??
?? ?
??
??
??
??
??
??
??
??
?? ?
??
??
??
??
??
??
??
??
?? ?
??
??
??
??
??
??
??
??
?? ?
??
??
??
??
??
??
??
???????????????????????????? ??????????
???
?????????????????????????? ??????????????????????????????????????????????????????????????????????????
????? ??? ?????????? ???? ?? ?????? ???????? ????? ??????? ???????? ??????? ???? ????????????????? ????????? ????????
?????????????????????????????????????????????????????????????????????? ??????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????? ?????? ????????
?
????????????????????????????? ????????? ?????????????????????????????????? ??????
???????????????????? ???????????????????????? ??? ????????????????????????????????????????????????????????????????? ??????
?????????????????????? ??????????????????? ?????????????? ??????????????????????????????????????????? ????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ?????????????? ??????????? ?????????? ???? ?? ??? ????? ???????????????? ??????? ?????? ??? ??????? ???????? ????? ????
??????? ????????????????????????? ?????????? ???? ?? ??? ????? ????????????????? ??????? ????????????? ??????????????? ???????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????? ??????????? ?????? ???????????????? ????? ????????????????? ?????????? ????????????????? ??????? ????? ????
??????? ??????? ???????????????????????????????????
???????????????? ?????? ?????????????????????????? ?????????????? ???????????? ??????? ??? ????? ?????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????? ?????????????????????????????????????????????????????????????????????????? ???????????
????????????????????????????????????????????????????????????????????? ???????????????????????????????????
?????????????????????????????????????????????????????????????????????????????? ?????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????? ???????
?
?????
???????
?????
?????
???
? ? ??????
?????
?????
???
???????
??????????? ???????????
???????
?????
?????
???
?? ??
??
?
?????
???????
???
?????
???????? ???????
????????
?? ????
?
?????
???????
???
?????
???????? ?? ???
?? ????
?? ????
?
?????
?
?
?
?
?
?
?
?
?
?
?
?
???
???????
?????
?????
?
???? ?
?
?
?
?
?
?
?
?
?
?
?
???
???????
?????
?????
? ? ?
???????
???? ? ?
? ?
? ? ? ?
????????
??????
??????
????
? ? ? ?
?
?? ???
????? ? ?? ? ? ?
????????
??????
??????
????
? ? ? ? ? ?
???????????????????????????? ??????????
???
??? ????????????????????????????????????????????????
?????????????? ??????????????????????????????????????????????????????????????????????????????????????????????
????????????????? ???????????????????????????????????????????????????????????????????????????????????
???????????? ???????? ??? ?????????? ?????????????? ?????? ???????? ??????????? ??? ????????????? ?????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????? ??????????????????????????????????????????????????????????????????
?
?????????????????????????????????????????????????????????????????????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ??????????? ?????? ???????????????????????? ????????????? ??????????????? ??????? ????????? ??????? ????? ?????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????? ?????????? ??????????????????????????????????????????????
??????? ??????????????????????????????????????????????????????????????????????????????????????????????????????
????? ??????????????? ????????? ????? ??????????????? ?????? ??????????? ?????????? ???????????? ?????????? ????
????????? ??? ????? ?????????????? ???????? ?????????? ???????????? ??????????? ??? ??????????????? ??? ?????? ??? ?????
???????????????????????????????????????? ??????????????????????????????????????????????????????????????
??????
?????
???
?????
??????
??????????????????????
??????
?
??????? ???????
?
?????
?????
?????????? ??????????
???
???
???
???
???
??
???
???
???
???
??
??????? ???
????
????????????????
??????? ???
???
???
???
??
??
?? ??
? ?
??
???
???
???
???
???
??
???
????????
???????
???
???
???
???
?
????????
?? ???
?? ????????????
???????
? ?
??
?? ??
? ?
??
???
???
???
???
???
??
???
??
?? ??
? ?
??
???
???
???
???
???
??
???
??
?? ??
? ?
??
???
???
???
???
???
??
???
?
???????????????????????????? ??????????
???
?
??????????????????????????????????????????????????????????????????????????????
??????????????? ??????? ?????? ???? ??????????????? ???????? ??????? ????????? ? ????????????????? ?????? ????????????????????????
????????????????????????????????????? ???????????????? ????? ??????????????????????????????????????????????? ?????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ???????????????? ????? ???????????????????????????? ??????? ???????????????? ??????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????? ??????????????????????????????????????????????????????????????????????
???????????????????? ????????????? ??????????????? ???????????? ??????????????? ??????????????????????? ?????? ??????????
????????????????????????????????????????????????????????????????????????????????????????????????????? ?????????? ??
????????????????????????????????????????????
?????????????????????? ????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????? ???????????????????????????????? ?????? ???????? ????????? ????? ????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????? ?????????????????? ???? ??????????????? ?????????????????? ??????????? ????????????????????? ????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????? ?????????????????????????????
???
???
???
???
??????? ? ? ?
????? ? ? ?
???
???
???
???
???
???
?? ??? ? ? ?
????? ? ? ?
???
??
???
???
???
???
???
???
????? ??
? ? ? ?
??? ???
?
??
???
???
???
??
???
???
???
???
???
???
???
???? ??
? ? ? ?
? ???
?
? ? ? ?
? ?
???
???
???
???
???
???
???
???
???
???
??
???
? ? ?
? ? ?
???????
????
? ? ?
? ? ?
?? ???
?????
??
???
???
???
??
???
??
???
???
???
??
???
??
???
???
???
??
???
??
???
???
???
??
???
??
???
???
???
??
???
???
???
???
???
??????? ??
??? ? ? ?
???
???
???
???
???
???
???
??
? ?? ??? ??
??? ? ? ?
?
? ?
??
???
???
???
??
???
??
???
???
???
??
???
???
???
???
???
????
????
??
??
???
???
??
???
?
? ?
??
??
??
??
?
?
?? ? ? ?? ??? ??? ??????
?????????
??????
???????
?????????
??????
???????
?
?
???????????????????????????? ??????????
???
???????? ?????????? ???????? ????????? ???? ???? ?????????? ??? ????? ??????????????? ????????????? ????? ???? ?????? ???
????????????????????????? ?????????????????????? ???????????????????????????????????? ?????????????????????
???????? ?????????? ?????? ?????????? ?????? ????????? ?????????? ????? ?????? ????????? ????? ?????????????? ????????
??????????????????? ??????????????????
??? ??????????????????????????????
?????????? ?????????????????????????????????????? ????????? ???? ????????????????????????????? ????????????????
??????? ?????????????????????????????????????? ?????????????????????? ?????????????????? ??????????? ?????????
?????????????????????????????????????????????????????????????????????????????????????????????? ???????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ?????????????? ????????????????????????????????????????????????? ???????????????????????????????????
???????????? ???? ????????? ???????????? ?????? ????? ????? ??????????? ???????????? ????? ???? ???????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ??????????? ??? ???????????????????????? ??? ??????????? ??? ???????????????? ???????????????? ??? ????
????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????? ??????????? ???????? ????????????? ????????????? ??? ????? ?????????????????? ????????????? ??????????
????? ???? ?????????? ????? ????????????? ??? ?????????????? ???????? ??? ??????????????? ???????????????? ???????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????? ???????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????? ???????????????????????????????????????????????????????
????????????????????? ?????????????????????????????????????????????????????????????????????????????????
??????????????????? ?????????????? ?????????? ??????? ???????? ??????????? ?????????????? ???????????????????????
?????????????????????????????????????????????????????? ???????????????????????????????????????????????????????????
????? ??????????? ???????? ??? ????????? ????????? ???????????? ?????????? ?????????? ??? ?????????????? ??????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????
???????????????????????????? ??????????
???
?
?????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????? ???????????????????????????????????????????????????????????? ?????????????????????????????????
???? ????????????????????????????????????????????????????????? ?????????????????? ???? ???????? ?????? ??? ????
???????????????????????? ????????????????????????????????????????? ??? ???????????????????????????????????
??????????????????? ???????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????? ??????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????? ?????????????????????????????????????????????
????????????????????????????????????????????????????????????? ????????????????????????????????????????????
?????? ?????????????? ???? ????????? ????????? ???????? ?????? ??? ?????????????????? ?????? ????? ????????????? ????
??????? ?????????????? ???????? ???? ??????? ????? ?????? ???????? ?? ???????????????? ??????? ??? ???????????? ???
??????????????????????????????????????????????????????????????????????????????????????????????????????????
??? ???????? ??????? ??? ?????? ??? ????? ???????? ???? ????????????????????? ??? ?????????????? ??????????? ??? ????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????
???? ?????????
???????
?????
????
????
???
??????
???
???
???
???
???
?????
????? ??????
?????????????????????????????
?????????????
?????
????
 ?????????????????????????????????????????????
???????????????????????????????????
??? ??????????????????????????????????????????????????????
?????????????????????????????????????????????????????????? ????? ????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????? ???????? ???? ???????????????? ????????????? ????? ????? ????? ????? ???????????? ???? ???? ???? ?????????? ?? ??????
??????????????????? ???????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????? ??????????????????????????????????????????
?????????????????????????????????????????????????? ???????????????????????????????????????????????????
???????
?
???????????????????????????????????????????????????????????
???? ?????? ?????? ??????????? ??? ???? ???????????????? ????? ????? ??? ??????? ???? ??????????????? ??????? ??? ?????????????
?????????????? ??????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????? ???????????????????????????????????????????????????????????????????????????????????? ??
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????
??
??
??
?
??
?
?
??
??
??
?? ?
??
??
???
???
??
???
??
??
??
?
??
??
??
?? ??
?
???
??? ??? ??? ?? ??
?
?
??
??
??
??
??
??
??
??
???
???
???
?
?
?
?
?
?
???
???
??
???
????
?
?
?
?
??
???
???
??
??
??
???
???
??
?? ?? ??? ???? ????
?
?
??
??
?
?????? ?
???????????
?????? ?
???????????
?
??? ?????????????? ???????? ?????????
??????? ???????? ????????
?
????????????????????????????? ??????????
???
????????????????? ???? ???????????????? ????????? ?????????????????????????? ???????????????????????????? ???
???????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????? ???????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ???????? ?????? ????????? ?????????????????????????????? ?????? ?????? ? ?????????????????? ????????? ???
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????? ???????????? ????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????
??? ??????????????????????????????? ??????????
???????????????????????????????????????????????????????????? ?????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????? ????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????? ????????????????????
?????????????? ?????????????????????????????????????? ??????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ????? ???? ??????????? ????????????? ???? ??????????? ??? ???? ?????????????????????????? ??? ??????
??????????????????????????????????????????????????????????????????????????? ????????????????????????????????
???????? ????????? ??? ???????????????? ??????? ??? ?????? ??????????? ????????? ??? ???????? ??????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????? ??????????
???
?
???????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????? ????????????????????????????????????????????
???????????? ???????????? ??????????????????????????????????????????????????????????????????????? ??? ??????????????
?????????????? ???????????????????????????????? ???? ??????????????????????????????????????????????????????????????
??????????????? ????????????????????????????????????????????????????????????????????? ?????????????????? ????????????
?????????????????????????????????? ??????????????? ??? ??????????????????????????????? ???????????????????????????????
??????????????? ?????????? ??????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????? ?????????????????????????????????????? ?????????????????
?????? ????? ????????????? ???????? ????????? ??? ?????????????? ?????????? ??????? ?????????? ??????? ???????????
??????????????????????????? ??????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????? ??????????????????????????????????????????????????????????????
???????????????????????????????? ????????????
?
???????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????? ?????????????
??????????????????? ????????????????????????????? ?????????? ????????????????????????????????????????????
? ?
?
?
?
?
?
??
?? ?????? ?
??????????? ???
??
????
??
???
??
???
???
??
???? ???? ???? ??? ????
?????
??????
?? ????? ?????
????????
????
???? ?????
?
???? ????????
???
????
???
???
??????
???
???
???
???
?????????????
???
????
????
????
????
????
???
?????? ? ???????????
min   max
???
???
???
???
??
??
????
???
???
???
???
??
?
???
???
???
???
??
?????? ?
???????????
??
??
????
???
???
???
??
??
???
???
???
????
???
???
??
????????????????????????????? ??????????
???
??????????????? ? ???????????????????????????????????? ????????????? ??????????? ?????????????????????
????????????????????????????????????? ????????????????????????????????????????????????? ?????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ?????? ????? ??? ???? ????????? ??? ??????????? ?????? ???? ??? ????????? ??? ????????? ??? ?????????? ???????
?????????????????????????????????????????????????? ????????? ?????????????????????????? ???????????????????
?????????????????????? ?????? ??????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????? ?????????????? ??????????? ???????????????? ????????????? ????????????????????? ?????? ???????????????
?????????????????????????????????????????????????????
?
????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????? ?????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????? ????????????????????????
???????????????????? ????????????? ????????????????????????????????????????????????????????
??? ???????????? ??????????????????????????????????????????
???? ????????? ?????? ? ????????? ?? ????????? ????? ???? ??????????? ??? ???????????? ??????????? ??? ????? ??????
?????????????????????????????????????????????????????????????????????????????????? ????????????????????????
?????????? ?????????????? ??????? ??? ???????????? ??? ???????? ????? ????????????? ????? ?????? ??? ????????????? ???
??????????????????????????????????????????????????????????????????????? ?????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ??????????? ??????????? ????? ??????????????????? ??? ????????? ???? ???????????????????? ?????????? ????????
?????????????????????????? ????????????????????????????? ??????????????????????????????????????????????????
????????????????????????????????????????????????????????????
?
???????????
??????????????
??? ? ? ?
? ? ? ?
?
??? ? ?
? ? ?
?
?
?
?
??
??
??
???
?
??
????
??
??
??
???
???
??? ?
???? ? ?
?? ? ?
???
?
???
?
????????????????????????????? ??????????
???
 
???????????????????????????????????????????
?????????????????????????????????????????????????????????? ??????????????????????????????????????????????????????????????
???? ????????????? ??????????????????????????????????????????????????? ???????????????????????????????????? ???????????
??????????????????????????????????????????????????????????????????????????????????????????????? ??????????????????????????
???????? ????????????? ????? ???? ??????? ????????? ????? ??????????? ???? ???????? ??????????? ???????????????? ??? ?? ?? ????
???????????????????????????????? ?????????? ?????????????????????????????????????????????????????????????????????
??????
???????? ?????????? ????? ?????? ??? ????????? ???????? ??? ??????? ????????? ?????????????? ?????????????? ?????????
??????? ????? ????????? ??? ??????????? ?????? ?????? ?????????? ??? ????? ?????? ???? ??????? ???????????? ????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????? ?????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????? ??????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ????? ????????? ????????? ?????????????? ????????????? ????? ????????? ??? ?????????? ???????????????? ???
??????????????????????????? ???????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ???? ?????? ?????? ????? ???????? ??????? ?????????? ?????????? ??? ?????????? ??? ???????? ?????? ??????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ?????? ?????????? ?????? ???????? ???????????? ????? ???????????? ??????????? ?????????? ???????????????
???????????????????????? ?????? ?????? ???????????????????????????????????????????? ???????
? ?
??????????????????????????????????????????????????????????? ??????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????? ?????????????????? ????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????
? ? ? ? ??
?
?
? ???
??????
?
??
????
??
????
??
??
????
???
?
? ??
??? ?
? ??
? ?
??
?
?
??
??
?? ???
????????? ???
???
??
???
???
???
???
???
??
?
?
?
? ???
??
???
?????
?????
?????
??????
??
????
??
??
??
???
???
??
???
???
???
??? ??
?????
??
???
??
???
??
??
??
?
???????????
??????????????
??? ??????
????????
??????
??? ?
?
?
? ?
?
?
????????
??????
? ??
????????????????????????????? ??????????
???
??? ?????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????? ?????????????????????????????????????????????????????????????????????????????????
?????? ??????????????? ?????????? ???????? ??????????? ??? ????? ???????? ?????????????? ?? ??????? ????? ????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ??????????? ??????? ????? ??? ?? ?????? ?????????????????????? ?????? ???????? ?? ????? ???? ????? ???????????
?????? ???????????????????????????????????????????????????????????????? ???????????????????????????? ?????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????? ????????????????????????????????????? ???????????????????????????????????????????????????
??????????? ??????????????????????????????????????????????????????????????????????????????????????? ???????????
???????????????????? ?????????????????????????????????? ??????????? ??? ???????????? ???? ????????????? ??? ????
??????????????????????????????? ???????? ???????? ?????? ?????????????? ??????????? ?????????????????????
?????? ????????? ????? ???????? ??????????? ????? ???????????????????????????????????? ??? ????????? ??????
????????????? ??????
?
????????????????????????????????????????? ???? ??????????????? ???????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????? ?????????????????????????????????
?????? ??????????????????????????????????????????????????????????????????????????????????????????????? ????????????
????????????????????????? ????????????????????????????????????????? ?????????????????????????
??? ??????????????????????????????????????????????????????
?????? ???? ?????? ???????????? ???????? ?????? ???? ?????? ??? ????????? ??? ???????? ???? ?????????? ????????
????????????????????????????????????????????? ????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????? ????????????????????????????? ??????????????????????????????????????????????????????????????
????????? ??????????? ?????? ????????? ???????? ?????? ??? ????? ??????? ??? ???? ????????? ???????? ??????? ??????????????
?????????????????????????????????????????????????????????????????????????????? ?????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
???
?????? ?????? ?????? ?????? ???????
???? ??????? ???
?????? ?????? ?????? ?????? ???????
?????? ?????? ?????? ?????? ???????
???? ???????
?????? ?????? ?????? ???????
??? ????
????????????????
??????????
??????????????????
????????????
?????????????
???????????????
????????????
???????????????????????????
???
???
???
???
????
??
????
??
??
??
???
??
???
?
???
? ?
????
?????
??????????? ???????????
??????????
??????????
?
????????????????????????????? ??????????
???
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????? ?????????????????????????????????????????????
?
????????????????????????????????????????????????????????????????
???? ????? ??????? ???????? ?????? ????? ??????????? ???? ?????????? ?????????????? ???? ???? ??? ???? ???? ?????????? ????
??????????????????????????????????????????????????????????????????????????????? ??? ?????????????????????????????
????????????????????????????????????????????????????????? ??????????????????????????????????? ?????????? ??
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????? ?????????????????????????? ??
???? ?????? ???????????? ???? ??? ???????????? ????????????????? ????????? ???????? ???? ???? ?????????? ????????
??????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????? ?????????????????????????????????????????????????????????
????????????? ???????? ????????????? ???????????? ??????????????? ???????????????????????????? ????????????
???????????????????????????????????????? ?????????????????? ??? ???????????? ??????? ??????????????? ?????????????
????? ??????????????? ??? ???????????? ??????? ?????????????? ??????????? ???????? ??????? ????????? ??? ???? ???????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????? ???????????????????????????????????????????
??????????????? ??????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????? ????? ???? ?????????????????? ?????????? ???????????????????????? ???
??????????????????????????
?????????? ?????????? ??????????
?????????? ?????
????
???? ? ?
?????? ????? ?????
?
?
?
?
??
??
??
??
??
???
???????????????
???????????????
?????????????????
??????
?????????????????
?????? ??????
??
????
???
???
???
???
??
??
?
?????
???????????? ????
?
??
??
??
??
???
??
???
??
??
??
??
??
????
????????????????????????????? ??????????
???
?
???????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????? ??? ????????????????????????????
????????????????????????????????? ????????????????????????????? ?????????? ???????????????????????????? ?????????
????????????????????????? ?????????????????????????????????????????????????????? ??? ???????????????????????? ?????????????
???????? ?????????????????????????????????????????? ????????? ????????????????? ???????????????????????????? ???????????????
??????????? ??????????? ?????????????????????????????????????????????????????????????????????????????????????? ?????
??????????????????????????????????????????????????????????????? ???????????????????????????????
??? ??????????????????????????????
??????????????? ????????????????? ?????????? ??? ???????????? ?????? ???? ?????????? ???? ???????????????????????
?????? ???????????????????? ???????????????????????????????? ??? ??? ????? ????????? ???????? ????????????????????
?????????? ??????????????? ????????????? ?????????? ???? ?????????????????????????? ??? ?????????? ?????????? ????? ????
????????? ??? ????????????? ??? ???????? ?????? ?????? ?????????? ??????????? ????? ????????? ?????????? ??????? ?????
???????????????????????????????????? ?????????????????????????????????????????????????????????????????
???? ?????????????? ??? ????????????? ??? ????????? ???????????????????? ?????????? ???????? ???????? ?????????????
??????????????? ?????????????????????????????????????????????????????????????????????????????? ?????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
????? ???????????????????????????????????????????????????????? ???????????????????????????? ????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????? ????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????? ????? ??????????????????? ??????????????????
???????? ???? ??? ????????? ???????? ?????????? ?????????????????? ??? ?????? ???? ???????????????? ?????????????
?????????????? ????????????? ???????? ??? ???????????? ?????????? ???????????????? ????????? ??? ???????????????????
????????????????????????????????????????????? ???????????????? ??????????? ??????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
???????
?
?
?
?
???
??
????
??
???
??
???
???
??
?????? ?
???????????
?
?
?
?
?
?
????
??????????????? ?????????
??????????????? ?????????
?????????????? ????????
????
?
?
? ?
??
????
??
???
??
???
???
??
????
??
????
?????????
??? ??????
?
?????
????????????????
??
?
??
??
??
???
??
???
??
??
??
??
??
?
????????????????????????????? ??????????
???
???????? ?????????????????????????????????????????????????????????????????????? ?????????????????????????????
??????? ????????????? ??? ????? ????????? ???????? ???? ??????????? ??????????? ???????????? ?????? ???????? ???
??????????????????? ????????? ???? ???? ?????? ?????????? ?????????? ??? ???????????? ?????? ?????? ????????
?????????????????????????????????????????????????????????????????????????????????????????????????????? ???
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????? ???????????????????????????????????????????????????????? ????????????????????????????????? ???
???????????????????????????????????????????????????????????????????????????????????????? ????????????
????????????????????????????????????????????????????????????????????? ???????????????????????????????????????????????
??????????????????????????????????? ??????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????? ???????????????? ????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????
???????? ????????????????????????????????????????????????????????????????????????????????????????????????????????
?????? ????? ?????????????? ??????????? ?????????? ????? ?????????????? ?????? ??????? ??????????? ???????? ?????????
???? ??????????? ??? ??????????????? ???????????? ???????? ???? ??????????? ?????????? ???? ????? ??????????????? ???
??????????? ?????????????????????????????????? ??????? ????????????????????????????????????? ?????????
??????????????????????????????????????? ????????????????????????????????????????? ??? ???? ??????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????? ??????????????????????????????????? ???????????????????????????????????????
?????????????? ??????????????????????????????????????????????????????????????????????????? ???????????????
??????????????????????????? ?????????????????? ??????????? ??????????????????????? ???????????????????????
???????????????????????????????????????????????????????????????????????
?????????????????????????????????? ??????????????????????????????????????????????????????????????????????????????
????? ????????? ???? ????? ?????????????? ??????????????? ???? ????????? ????????????????????????????? ???? ??? ????? ?????
???????????????????????????????????? ???????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????? ??????????????????????????????
???????????????????????????????? ???????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????? ????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????
????????????????????????????? ??????????
???
?
?????????????????????????????????????? ?????????????????????????????
?????????? ???????? ????????????? ???? ?????? ????????? ?????????? ???? ?????????????????????? ??? ???????? ??????? ???????
???????? ???????????? ??? ???? ???? ???????? ??? ???????????? ???????? ??? ????? ???? ???????? ??? ?????? ?????? ???????? ?? ??????????
???????????????????????????????
??????? ?????????????????????????????????????????????????????????????????????? ????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????? ????????????????????????????????????? ?????????????????? ???????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????? ????
? ????????????????????????????????????????????????????????????????????????????????????????????? ??????????????
????????????? ???????????????????????????????
??????? ????????????????????????????????????????????????????????????????????????? ?????????????????????????
????? ????? ????????? ???????? ?????? ??? ??????? ?????????? ????????????????? ??????????? ???????? ??????????????
??????? ???????????????? ???? ??????? ??????????? ????????? ???????? ????????????? ????? ????? ????? ??? ??? ? ????????
??????????????? ??????????? ??? ????????? ???????????????? ???????????????????????????????????????????????????
???????? ?????????????? ????????? ???????? ??? ?????????? ???????? ???????? ??????????? ??? ?? ????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????? ??????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????? ?????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??? ????? ??? ??????? ?????????? ??????? ??????? ?????????? ???? ???????? ??????? ?????????? ?????? ???? ? ???????? ????? ???
????? ??? ?????????? ??????? ????? ?????????? ???? ???? ??????? ???????????? ???????? ??????? ????? ???? ?????? ???
?????????? ????? ?????? ????????? ????? ????????? ???????? ?????????????? ??????????? ??? ????? ???? ???? ????????
???????????? ???????? ??????????????? ???? ????????? ??? ???????? ???? ????????? ???????? ???? ???? ???????????????
???????????????????????????????????????
???? ?????????
???
?????
????
??????
???
???
???
???
?????
????? ??????
?????????????????????????????
?????????????
??????????
???
???????????????????????????????
???? ?
???????
????
 ?????????????????????????????????????
?
??? ?????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
??? ???????? ?????? ??????? ?????? ??????????????? ?????????? ??? ????? ????????? ????????????? ????????? ????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ??????? ???????? ????????? ??? ???? ?????? ???????? ?????? ???????????????? ??? ???????? ???????????? ????
???????????????????????????????????????????????????????????????????????????????????????????????????????? ?
????????????????????????????????????????????????
???????? ???? ?????????????? ??? ????? ???????? ?? ??????????? ?????????????? ?????????? ??????????? ???? ??????????
????????????????????????????????????????? ????????????????????????????????????????????????????????????? ???
?????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????? ??????????? ???? ???????????????? ???? ???????? ?????? ??????????????????? ??? ????????????? ????
????????????????????????????? ??????????????????????????????????????????????? ??????????????????????????????
???????????????????????????????????????????????????????????????????????????? ?????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????? ???????????????????????????????????? ???
????????????????????????????????????????????????????????????????????????????????????????????? ?????????????
????????????????????????????????????????????????????? ????????????????? ???????????????????????????????
??? ????? ?????? ???????? ???? ???????? ??????????? ??? ?????????????????? ??????????? ??? ?????????? ????????????
???????????? ?????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????? ????????? ??????? ??????????? ??? ???? ??????? ????????????? ?? ?????? ????? ?????? ????? ??????????
?????? ??????????? ???????? ????????????? ???? ???????????? ?????? ??? ?????????? ??????????? ???????? ??? ??????
?????????????? ?? ??????? ????????????????? ?????????? ?????????????? ?? ???????? ??? ???????????????? ????????
????????????????????????????
???
???????????????????????????????????????????????????????????????????????????????????????????????????????? ??????
???????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ??????????? ??? ?????? ???? ????? ??????????? ??????? ???? ??? ????? ?????????? ??? ??????????? ??? ?????
???????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????? ?????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????? ??????????????????????????????????????????
?????????????????????????????????????????????????
??????????????????????? ???????? ??? ????? ??????????????????????????? ????? ????????? ??????????? ???????????????????????
?????????? ??????????????????????????????????????????????????????????????????????????? ?????????????????????
?????????????????????????? ????????????????????????????????? ????????????????????????????
??? ?????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
???????????? ????????? ????? ??????????? ????????? ????????????? ???????? ?????? ????????? ????? ???? ????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ?????????? ????????????????????????????????????????????????????????????????????????????? ????????????
????????? ???? ???????????? ??? ????? ???????? ??? ??????????? ???????????? ??? ??? ???????????? ????? ?????????? ????
???????? ????????????? ????? ????????????????? ????????? ??????????? ??? ?????? ??? ???????????? ??? ??????? ??? ?????
????????? ?????????????????????????????????????????????????????????????????????????????????????????
???????? ??????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????? ????????????????????? ??????????????????????????????? ?????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????? ?????????????????????????????? ???????????????????? ?????????????????????????????????????
?????????????????????????????? ????????? ???????????????????? ???????? ?????? ??? ????????? ???? ????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????? ?????????????????????????????????????????????????? ??????????????? ????????? ???????????????? ?????????????
??????? ?????????? ??? ?????????? ??? ???????????? ???????????? ?????????????????? ???? ???? ????? ??????? ????? ?????
????????????????????? ??????????????? ?? ???????????????????????? ???????????????????? ??????? ???????????????????
????????????????????????????
???
??????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????? ??????????????????????????????????? ?????????????
????????????????????????????????????????????????????????????????????????????????????????????????? ????????? ????
?????????? ???????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ??????? ?????????????? ???? ???? ????? ???? ?????????????? ???????? ????? ????????????? ???????? ?????
??????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????? ??? ???????? ??? ?? ????????? ?? ???????????? ?????????? ??? ????? ??????? ??? ?????? ????????? ???????? ???
??????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????? ?????????????????????????????????? ?????????????
???????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????? ? ?????????????????????????????
???????????? ???? ????????? ???????? ????????????? ??? ???? ????? ? ?????? ???? ???????????? ??????????? ???????????
?????????????????????????????????????????????????? ???????????????????????????????????????????????????????????
????????????????????????????????? ??????????????????????????????????????????????????????????????????????????????
??????? ???? ??????????? ????? ??????????????????????? ???????????????????? ??????? ??????????? ?????????????? ?????
?????????????????????????????? ??? ??????????????????????????????????? ???????????????????????????????????????
????? ???????????????????????????????????????????????
????????????????????????????????????????????? ???????????????????????????????????? ?????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ???? ??? ???????????? ?????? ??????? ??????? ????? ?????????????? ???? ????? ?????????? ???? ????????? ?????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????? ??? ?????? ?????? ?????????????????? ???????????????????????????????? ???????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????????
? ???????????????????????????????????????????
?
?
????
???????????
?
??? ???????????????????
??? ???????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????
??? ????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????
??? ?????????? ?????????????????????????????????????????????????????????????????????????????????????????????
????????????
??? ???????? ?????? ???? ?????? ?? ??? ???????? ???? ???????? ???? ?????? ???? ??????? ???? ??????? ???? ?????????? ????
???????? ????? ???????? ?????????????????? ???????????????????? ??? ???????????? ??????? ?????????????? ????
??????????????????????????????????????????????????????????????????????????
??? ??????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????
??? ????????? ?????? ????????? ?????? ???? ???? ????????????? ?????? ???? ????? ?? ????? ????? ????????? ???????? ????
????????????????????????????????????????????????????????????????????????????????????????????????
??? ?????????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ???? ????????? ???? ????????? ???? ??????????? ????? ?? ???????? ??? ?????????? ???????? ??? ????????
???????????????????????????????????? ????????????????????????????????????????????????????????????????
?????????????????????????????????????????
??? ?????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????
???? ??????? ?????????????????????????????????????????????? ?????????? ?????????????? ??????????????????????????
?????????????????????? ?????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????
???? ??????????????? ????????????????????
???? ???????????????????????????????????????????????????????????????????????????????????????????????
???? ?? ?? ?????? ?? ?? ??????? ?????????? ?????????? ??? ??????????????? ??????????? ??????????????? ???????? ???
?????????? ??????? ????????? ??? ???????????????? ??? ??????????? ?????????? ?? ??????????????? ???? ???????
????????
???? ??????????????????? ????????? ???????????????????? ??????????? ??????????????????????????????????????
?????????? ?????????????????????????????????????????????????????????????????????????????????????
???? ???????????????????????????????????????? ?? ?? ??????????? ?????????????????????????????????????????????
????? ?????? ?????? ????? ?? ?????? ?? ?? ?????? ???? ?????????????????? ??????????? ???????? ??????
????????????????????????????????????????????????????????????????????????????????
???? ????????????????????????????????????????????????????????????????????????????????????????????????
??????????? ????????? ????????? ??????????????????????? ??? ??????????????? ??????????? ?? ???????? ????
???????????????
???? ???????? ?? ??? ???????????????????????????????????????????? ?????? ???????????????? ???????????????????
???????????????????????????????????????????????
???? ?????????????????????????????????????????????????? ??????????? ??? ???????????? ??????????? ??????????????
??? ?????? ???????????????? ???? ??????????????? ??????????? ??? ??????????????? ????????? ??? ??? ?????? ???
?????????????????????????????????????????????????????
???? ????????????????????????????????????????????????????????????????????????????????????????????????
???????????
???
???? ???? ?? ??? ?????? ???? ??????????? ????? ?????? ????? ?? ??? ?????? ?????? ????? ????? ???????? ??? ???????????
??????????? ?????? ??? ?????????????? ????????? ?????????????????? ???? ????????????? ???????????????
??????????????????????????????????????????
???? ???????????????????????? ??????????????????????? ????????????????????????????????????????? ???????????
???? ????????? ???? ??????? ???? ???????? ????? ?? ??????? ??? ?????????? ??? ????????????? ???????????????
????????????????????????????????????????????? ???????????????????????????????????????????????????
???????????????????
???? ?????????????????????????????????????????????????????????????????????????????????? ????????????????????
????????????????????????????? ????????????? ??????????????????????????????????????????????????????????????
??????????????????????????????????????????
???? ??????????? ????????? ??????????????????????????????????? ????? ????????????????????????????????????????
??????????????? ?????????????????????????????????????????? ????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????
???? ??????? ???? ????????????? ????????????????????? ?????? ???? ????? ?????? ?????? ?? ???? ???????? ???? ??????? ????
??????? ???????????? ?????? ?????? ???????????? ???? ??????? ???? ???????? ?????? ???????? ?????? ??????? ??????
??????????? ??? ?? ??????? ??? ?????????????????? ???? ??????????????? ?????????? ?????? ???????????
?????????????? ?? ?????????????? ??????? ??? ?????????? ?????????? ????????????????? ????? ??????
????????
???? ????????????????? ?????????? ???? ??????? ????????????????? ????????????? ????????????????????? ???????????????
?????? ???????? ???? ?????????? ???? ???????? ?????????????????? ?? ??????? ????? ?????? ??? ?????? ??? ?????????? ???
????????? ?????????????????????????????????????????????????????????????????????????
???? ?????????????????????????????????????????????????????????? ???????????????????????????????????????????????????????
????? ???? ??????? ???? ????? ?????????? ???? ??????????? ????? ???? ???????? ???? ????? ???? ?????????? ??????????? ???
?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????? ???? ????????????????????????????????????????????? ???????????????????????? ??????
????????
???? ?????????? ???????????????????????????????????????????????????????????????????????????????????????? ????
??????? ????? ??????????????? ?????? ??? ?????????? ???????? ???? ??????????????? ??????????? ?? ????????????
???????????????????????????????????????????????????????????
???? ?????????????? ?????????????????? ??????????????????????????????????????????????????????????????
???? ????????????? ??????????????????????????????????????????????????????????????????????????????????
???????????
???? ?????????????????????????????????????? ???????????????????????????? ?????????????????????????
????????????????????????????????????????????
???? ?????????????? ?????????????????????? ????????????????????????????????????????
???? ????????? ?? ??? ??? ?????????? ??? ?? ??????????????? ??? ??????? ??? ???? ?????? ???? ???????? ??? ????????
??????????????????????????????
???? ????? ???? ???????? ?????? ??????????????? ???? ???????? ?????? ??????????? ?????? ???????? ???? ??????? ??????
???????? ?????? ??????? ?????? ???????? ????????? ???????????? ????? ?? ?????????? ????? ?? ???????????? ????????
???????? ??????????????????????????? ???????? ????????? ??????? ???? ?????? ?????? ??????????? ???????????
??????????????????
???? ?? ?????????????????????????????????????????? ?????????????????? ? ?????? ???????????????????????
?????????????????????
???? ?????????????????????? ????????????????????????????????????????????????????????????????????????????
????????? ??????????????????????
???????????
???
???? ?????????????????????????????? ????????????????????????????????????????????????????????????????????
????????
???? ???????????????????? ????? ????????????????????????????????????????????????????????? ??????????????????
???????????????????????????????????????????????????????? ??????????????????????
???? ??????? ???????? ?????? ????????? ????? ?? ?????????? ????? ?????????????? ???? ???????? ???????? ????
???????????????????????????????????????????????????????????????????????????
???? ?????????? ?? ?? ?? ????????? ??????????????? ????? ???? ???? ??????????? ??? ?????????? ????? ???????? ?????
?????????????????????????
???? ??????????????????????????????????????????????????????????????????????????????????????????????
????????
???? ?????????????? ????????????????????? ???????? ?? ??????????????????????? ?? ??????????????? ??????????????
????? ?? ?????????? ????? ???? ??????????? ????????????? ???????? ???????? ??????? ???????????????
???????????????????????????? ?????????????????????????????????????????
???? ??????? ????? ???????? ??????????????? ???????? ?????????????? ?????????? ??????????? ???? ????????
? ???????????????????????????????????????????????????????????????????
???? ??????? ????? ?? ?????? ????? ?????????????? ??? ???????? ??????????? ???? ????????? ? ???????????? ???? ????
??????????????????????????
???? ??????????????? ???????? ???????????????????????? ??????? ????????????????????????????????????? ????
??????????????????????????????????? ? ?????????????????????????????????????????????????????????????????????
???? ????????? ?????? ????? ?????? ???????? ???? ?????? ?? ??? ?????? ???? ?????????? ?????? ?????? ?????? ?????
?????????????????????????????????????????? ???????????????? ?????????????????????? ??????? ????? ????
???????????????????????????????????????????????????????????????????????????????????
???? ?????? ??????????????????????????? ???????? ???????????????????? ?????????????? ????????????? ??? ?????
?????????????????????????????????????????????????????????
???? ???????????????????????? ?????????????? ??????????? ???????????????????????????????????????????
???? ??????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????
???? ?????????????????? ??????????????????????????????????????????????????????????????????????????????????
????????? ???????????????? ??????????????????????????????????????????????????????
???? ??????????????????????????? ???? ???????? ??? ?? ?????????? ??? ???? ?????? ??????????? ???? ?????
???????????????????????????????????????????????????????????????????????????????????????????????
???? ?????????????????????? ?????????????? ???????????????????????????????? ??????????????????????????????????
?????????????????????????? ??????????????????????????????????????????????????????????
???? ???????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????
???? ??????? ???? ?????????????? ????????????? ???? ????? ????????????? ?????? ??? ???? ?????????? ?????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
???? ????????? ????? ??????????? ??? ??????????? ??? ?????????????????? ??????? ??? ????? ??????? ????? ?????
??????????????????????????????
???? ?????????????????? ??????????????????????????????????????????? ????????????????????????? ?? ????????????
???? ???????????????????? ????????????????????????????????
???? ????? ???????? ????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????
???????????
???
???? ???????????? ???? ???????? ?????? ????????? ???? ?? ?? ????? ?? ??????? ????? ?????? ????????? ??????????? ???
???????? ??? ????????? ??????????????? ?????????????? ??????? ????????????? ????? ?????? ??? ???????
????????
???? ?? ?? ?? ??? ?????????????? ???? ????????? ????? ?? ?????? ????? ??????????????? ??????????? ??? ?????????
???????????????????????? ?????????????????????????????????????????????????????????????????? ????????
???????????????
???? ????? ?????? ????? ???? ???????? ???? ???????? ?????? ?????????????? ?????? ????????? ?????? ?? ???? ????? ??
?????????? ????? ???? ?????????????? ??????? ??????????? ?????? ?? ????????? ????? ??? ???? ??????? ???????
?????????????????????????????????????????????????????????????????????????????????????????????
???? ???????? ??? ????????????? ??????????????????? ?? ???????????????????? ?????????????????? ??????????????
???????? ????????? ????????? ????????????? ??? ???????????? ?????? ?????? ????????? ????? ????? ?????
????????????????
???? ????????????????? ???????? ????????????????????????? ?????????? ??????????? ?????????????????????????????
????? ????????????? ??? ???????? ???????????? ?? ???? ??????????? ????? ??????????? ??? ??????? ?? ????? ?????
???????????????????????
???? ?? ???? ??????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????? ?????????????????????????????????
???? ??????????????????????????????????????????????????????????????????????????????????????????? ????????? ???
?????????????????????????????????????????????????????????
???? ????????????? ??? ?? ???????? ?? ?? ??????????? ????????? ??? ??????????????? ???????? ???? ???????????
???????? ????????? ??? ???????????????? ??? ???? ?????? ??????????????? ?? ????? ????? ????? ????????
????????
???? ??? ?????????????????????????????? ???????????????????????????????????????????????????????????????????
??????????????????????????????? ????????????????????? ???????????????????????????????????????????
????????????????????????
???? ??????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????? ???????????????????????????????????????????????????????????????????
????????????????????????????????????? ????????????????????????
???? ????????????? ??????????????????????????????? ????????????? ???????????????????? ?????????????? ??????
??????????????????????????? ??????????????????????????????????????????????????
???? ?????? ????? ?? ?????????? ????? ?????????????? ???????????????? ?????? ??? ????? ??? ??????? ????? ?????
????????????????????????????????????????
???? ????? ????????????????????????????? ??????????????? ????????????????????? ????????????????? ??????????
???????????????????????????????????????????
???? ???????? ?????? ???????? ?????? ??????? ???? ????????? ????? ?? ???? ????? ??? ????????? ???? ??????????? ?????
??????????????????????????????????????
???? ?????????? ????????????????????????????????????????????????????????? ????????????????????????????????
???????? ??????????? ???? ???????? ???? ????????????? ??????? ???? ???????? ??????? ???????
?????????????????????? ?????????????????????????????????
???? ????????????? ??????????????????????????????????????????????????????????????????????????????????????????
??????? ??? ???????? ??? ?????????? ??? ???? ?????? ?????????? ????? ??? ??????????? ???? ??????????????
??????????????????????????????????????????
???????????
???
???? ???????? ???? ??????????? ???? ???????? ?????? ????? ??? ?? ???????????? ???????????????? ???? ??????????? ???
?????? ????????????????????????? ??? ???????? ??????? ?? ???? ?????? ???????? ???????? ??? ???? ????????
??????????????????????????????????????????????????????
???? ?????????? ??? ?? ?????????? ?? ?? ????? ?????????? ??? ??????? ???????? ???? ????????? ????? ????? ???????
????????
???? ???????? ?????? ????????? ????? ?? ?????????? ????? ????????? ??? ???????? ????????? ???????? ??????? ????
???????????????????????????????????????????????????????????????????????????????? ??????????????????????
???????????
???? ?????????????????????????????????????????????????????????????????????????????????????????????????
????????????????? ?????????????????????????????????
???? ??????? ???? ???????? ????????????? ???? ??????? ???? ?????????? ?????? ??????? ?????? ??????????????? ????????????
???????????????????????????????????????? ????? ????????????????????????? ???????????????? ??????????????
?????????????????????????????? ??????????????????????????????????????????????? ???????????????
????????????????????????????
???? ??????????? ???????????????????????? ?????? ??????????????? ??????????????????????????????????????????????
??????????????????????????????????????????????????????? ????????????????????????????????????
??????????????????????????????????????????????????????
???? ??????????????????????????????????????????????????? ????????????????????????? ????????????????????
????????????????????????????????
???? ???????????? ?????? ????????? ?????? ??????? ?????? ????????? ???? ???????? ????? ?? ???????????? ??? ?????
????????? ?????????????? ?????????? ????????? ???????? ?? ??????????????? ???????????????? ?????????
???????????????????????????
???? ?????????????????????????????????????????????????????? ??????????????????????????????????????????????????????
??????? ?????? ??????? ???? ????????? ???? ?????? ????? ?? ??????? ????? ????????? ???????????????? ????????? ???
???????????????????????????????????????????????????????????????????????????????????????????????????
???????????????
???? ????????????????????????? ???????????????????????????????????????????????????
???? ?????????????? ??????????????? ???? ????????? ???? ????? ?? ???? ????????????????????? ??? ?? ?????????? ?????
?????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????
???? ???????????????????????????????? ????????????????????????????????????????????????????????? ???????????????
???? ?????????????????????? ????? ?? ?????????? ????????? ?????????? ?? ???????????????? ???????? ?????
??? ???????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????
???? ???????????????????? ????????????????????????????????????????????????????????????????? ?????????????? ???
??????????? ?????????????? ???? ???????? ?????? ?????????????? ????????? ?????? ???????????????? ???? ???? ?????
???????? ??? ???? ??????? ???????? ??? ??????? ?????????? ??????????? ???? ????? ?????????????? ???
???????????????????????????????????????????
???? ???????????????????????????????????? ??????????????????????????? ????????????? ?????????????????? ?????????
???? ???????????? ???? ?????? ???? ????????? ?????? ?????????? ???? ??????? ?? ??? ?????????????? ????????? ??????
????????? ????? ?? ?? ??? ???? ????? ?????????? ????????? ??????????? ??????? ??????? ???????? ?? ?????
?????????? ????????????????????????????????????????????
???? ????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????
???????????
???
???? ?????????????? ????? ?? ??????? ??? ???? ?????? ???? ???????? ?????????? ??? ?????????? ??? ???????????? ?????
????????????????????????????????????????????????
???? ????????????????????????????????????????????????????????????????????????????????????????????????????
????????? ???????? ???????? ??? ????????????????????? ??? ?????? ???????????? ????????????? ????? ???? ???
??????????????
???? ???????????????????????????????????????????????????????? ?????????????????????????????????????? ?????????
???? ???????? ???? ?????? ?????? ??????????? ?????? ???????? ?????? ?????? ?????? ????????? ?????? ??????? ?? ?? ??
????????????????????????????????????????????????????????????????????????????????????????????????
???????????
???? ??????????????????????????? ?????? ?????????????????????????????????????? ?????????????????????????????
???????????????????????????????? ??????????????????????
???? ??????????????? ?????????? ?????????????????????????????????????? ????????????????????????????????????
??????????????????????????? ???????????????? ????????????????????????????
???? ????????? ???? ?????????? ???? ????????? ?????? ???????? ???? ?????????? ????? ?? ?????? ??? ????????? ??? ????
??????????? ??????????????????????? ??????????? ??? ?????????????? ??????????? ???????? ?????? ?????
????????????????????????????????????????????
???? ????????????????????????????????????? ?????????????????????? ???????????? ??????????????????????????? ??????
?? ????????????????????? ???????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????
???? ???? ???? ????? ???? ??????????? ?????? ????????? ???? ?????? ???? ?????? ?????? ??????? ?????? ????????? ??????
???????????????????????????????????????????????????????????????????????????????????????? ?????????
? ???????????????????????? ??????????????????????
???? ???????????????????????????????????? ?????????????????????????????????????????????????????????????
????????????????????????????????
???? ????????????????????????????????????????????????????????????????????? ?????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
????????????
???? ???????????????????????????????????????????? ?????????????? ??????????????????????????????? ?????????????????
????????????????????? ????????????????????????????????????????????????????????????????????? ????????
?????? ???? ????? ????????? ??????? ? ??????? ?????????????? ????????? ??????????? ???? ????? ???? ???????
????????
???? ???????? ?????????????????????????????????????????????????????????????????????????????????????????
???????????????????? ???????????????????????????????????????????????????????????????????????
???? ????????????????????????????? ?????????????????????????????????????????????????????????????????????????????
??????????? ?? ???????? ?????? ??????????????? ?????????????? ????????????????????????????? ??? ??????? ????
????????????????????????????????????????? ?????????????????????????????????????????????????????????
????????????????? ????????????????????????
????? ????????????????????????????? ?????? ???????????????????????????? ????????????????????????????????????
????????
????? ????????????????????????????????????????????????????? ????????????????????????????????????????? ????????
??????????????????????????????????
????? ????????????????????????????????????? ?????????????????????????????????????????????????????????
???????????????????????????????????????????????????
????? ???????????????????? ??? ????????????????????????????????????????????????????? ????????????????????? ????
??????? ???? ????????? ?????? ?????????? ???? ?????????? ???? ????????? ???? ????????? ???? ????????? ?? ???
???????????
???
???????????????????????????????????????????????? ????????? ??????????????? ??????????????????? ??????
????????????????????
????? ??????? ???? ???? ???? ????????? ???? ???????? ????? ?? ?????? ??? ??????????? ??????????? ??? ???? ???? ??????
???????? ????????? ?????????????????????????????????????????????????????
????? ??????????? ?????? ????????? ???? ?????? ???? ???? ???? ????? ???? ?????? ?????? ????????? ?????? ??????? ????
?????????? ????? ?? ?????? ????? ???? ? ?????? ??? ??????????????? ??? ??????? ??? ?????????????
???????????????????????? ???????????????????????
????? ???????????????????????????????????????????????????????????????????????????????????????????????????????
???? ????????????? ???? ????????? ???? ???????????????????? ??? ??????? ?????? ??????????? ????????????????
????????? ?????? ????????????? ?????? ?????? ?????? ??????? ????? ?? ?????????? ????? ???????????????? ????
? ?????? ???????????? ??????????????????? ??????????? ??? ???????? ??? ?????? ???? ??????????? ??? ????????
????????
????? ??????????????????????? ?????????????????????????????????????????????????????????????????????????? ???????
????? ?????? ????????? ????? ?? ?????? ????? ?????? ???????????? ??? ?????????? ????????? ??????????????
????????????????????????????????????? ?????????????????????????????????????
????? ???????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????? ????????????????????????????
????? ????????? ???? ???? ????????? ???? ?????? ?????? ?????? ?????? ????? ?? ?? ?? ??????? ?? ?? ?????????????? ???
???????? ???? ?????????? ??????????? ???????????? ??? ???? ?????????????? ???? ?????????? ??????????
????????????????????????????????????????????????????????????????????????????????????????????????
????? ???????? ?????? ????? ?? ??? ??????? ?????? ????????? ?? ??? ?????????? ?????? ??????????? ???? ??????? ?? ???
?????????????? ??????????????????????????????????????? ?????????????????????????????????????????????
?????????????????????????????????????????????????????????? ????????????????????????
????? ?????????????? ??????????????????????????????????????????????????????????????????????????????????????
?????????????? ?????????????????????????????????????????????????????????????????????????????????
????????
????? ??????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????
????????
????? ?????????? ?????? ?????????? ???? ????? ??? ?? ??? ?????? ????? ??????????? ??? ???? ???? ?????? ??? ?????
???????? ????????????????????????????????????????????????????????????????
????? ????? ???? ?????? ??? ?? ?????????? ??? ???????? ???????????? ?????? ????? ?????????? ??? ?? ??????
???????????????????????????????????????????????????????????
????? ???????????????? ?????????????????????????????????????????? ?????????????? ?????????????????????
????????????????????????????????????????????????
????? ??????????? ?????????????????????????????? ??????????????????????????????????????????????? ??????????????????
?????????????????????????????????????? ??????????????????????????? ????????????????????????????????????
?????????????????????????????????? ?????????????? ?????????????????????????????????????????????
????????
????? ?????????????? ???????? ? ???????????????????????????????????????????????????????????????????????? ? ???
????????? ????? ?? ?????????????? ????? ?????????? ?????????????? ????????? ??????? ??? ??????? ???????????
?????????? ???????????????????????????????????????
????? ?????? ???????????? ?????? ?????? ?????? ??????? ?????? ???????? ?????? ???????????? ??? ??????? ?? ??? ??????????
?????? ?? ???? ????? ?? ?????????? ????? ???????? ????????? ??????????? ????????????????????????
???????????
???
?????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????
????? ??????????? ?????????????????????????????????????????????????????????????????????????????????????????????
?? ???????????????????????????? ???????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????? ???
????? ???? ????????? ?????? ???????? ?????? ????????? ???? ?????????????? ???? ???????????? ???? ???????????? ????
?????????????????????????????? ??????????????????????????????????????????????????????? ???????????
?????????????????????????????
????? ???????? ?????? ?????? ???? ????????? ?????? ???????? ?????????????????????? ?????? ???? ????????? ?????? ????????
??????????????????????????????????????????????????????????????????????????????????????????? ????????????
?????? ?????? ?????? ?????????? ?????? ??????? ???? ??????? ?? ??? ???????????? ???? ???????? ?? ??? ???????? ??????
???????? ???? ?????? ?????????? ????????????????? ????????????????? ???????????? ??? ??????? ???????????????
?????? ????????????????????????????????????????? ????????? ????????????????????????????????????????????????????
???????????????????? ?????????????????????????????????????????????????????????????????????????????????????????
?????? ???????? ?????? ?????? ???? ??????? ???? ????????? ?????? ??????????? ???? ?????? ?????? ???????? ??????
?????????????????????????? ??????????????????????????????????????????????????????????????????????????
?????? ????????????????????????????????? ????????????????????????
????? ????????????? ??????? ?????????????? ???? ???????? ???? ??????? ???? ????????? ???? ????????? ???? ??????????? ????
????????????????????????????????????????? ??????????????????????????????????????????????????????????????
?? ?????????? ?? ?? ????? ???? ??????????????? ???? ????????? ??????? ??? ???????? ??????????????? ????
???????? ??????????????? ??????????????????? ????????????????????? ????????? ?? ???????????? ???????
????????
????? ?????? ??????????? ?? ??? ??????? ???? ????????? ?????? ????????????????? ?????????? ?? ??? ???????? ?????? ??????
?????? ????? ???? ??????????????????????? ??? ????????? ??????????????? ??????????? ?????? ?? ???????????????
?????? ????????? ?????? ?????????? ?????? ??????? ???????? ????? ?? ???? ?? ?? ?????????????????? ?????
?????????????????????????????????????????????????????????????????
????? ???? ???????????????????????????????? ??????????? ??????????????????????????? ??????????????? ????????????????
??????? ??????????????????????????? ??????????????????????????????????????????????????????????????????????? ??
?? ??????? ??? ??????????????? ??????????????????? ??? ?? ???????????? ?????????? ??? ????????????????????
??????????????????????????????????????????????????????
????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ?????? ????????? ???? ???????? ?????? ?????????? ?? ??? ???????? ?????? ?????? ?????? ???????? ??????
????????????? ????? ?? ?????????? ????? ????????????? ? ?????? ???????? ?????????????? ???? ???????? ??? ??
?????????????????????????????????????????????????????????
????? ????? ?????? ???? ???? ??????? ???? ?????? ????? ?? ?????? ??? ?????????????? ??? ????????????????? ??? ?????
???????????????????????????????????????????????????????????????????????????????
????? ?????????? ?????? ????????????? ???? ???? ???? ?????? ?????? ??????? ???? ?????? ???? ???? ???? ????????? ????
???????????????????????????????????????? ???? ?????????????? ???????????????????????????????? ?????????
?????? ???????? ?????? ????????? ???? ??????????? ???? ??????? ?????? ???????? ?????? ??? ???? ???? ?????? ??????
?????????? ?????? ???????? ????? ?? ????????? ??? ????????? ????? ???? ????? ?????????? ??????? ??? ??
????????????????? ??????????? ???????? ????? ?????????? ???? ? ????? ?????????????? ?????????????????
???????????????????????????????
????? ???????????????????????????????????????????????????????????????????????? ????????????????????????????
????????? ??? ??????????? ???????????????? ??? ???? ??????????? ???? ??????????? ????????????? ??? ??????
?????????????????????????????????????????????
???????????
???
????? ??????????????????????????????????????????????????????????????????????????????? ???????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????? ?????
??? ??? ????? ???????? ??????????? ???????????? ???? ????????? ????? ?? ?????????? ???????? ? ?????? ????
? ?????????????????????????????????????????????????????????????????????????????????
????? ???????????????????????????????????? ????????????????????? ?????????? ????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????? ?????????????????????????????????????
????? ??????????? ???? ?????? ?????? ?????? ?? ??? ?????????????? ???? ?????? ?????? ?????? ?????? ??????? ?????? ???? ??????
?????????????????? ??? ?????????? ????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????? ????????????????? ???????
?????????????????????????????????????????
????? ?????????????????????????????????????? ???????????????????????????????? ????????????????????????????
????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????
????? ???????????????????????? ?????????????????????? ????????????????????????????????????????????????????
????????? ???????????????? ?????????????????????? ?????????? ??????????????????????????? ???????
???????????????????????????
????? ?????????????????????????? ????????????????? ????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????
????? ??????? ?????? ?????????? ???? ???????????? ?? ??? ??????????? ???? ????????? ???? ?????????? ??? ?? ?????? ?????
??????????????????????????????????????????????? ???????????????????????????
????? ?? ????????????????????????????????????????????????????? ??????????????????? ????? ???????????????????????
???????????????????????????????????? ????????????? ??????????????????????? ?????????? ?????????????????
?? ?????????????????????????????????????????????????? ???????????????????????????
????? ?????????????????????????? ????????????????????????????????????????????????????????????????????
????????
????? ????????????????? ?????????????????????????????????? ??????????????????????????????????????????????
????????????????????????????????????????????????????????????????? ??????????????????????????
????? ??????????????????????? ?????? ??????????????????????????????????? ???????????????????????????????
???? ????????????????????????????????????????????????????????????????????????? ???????????????????
????????????????????
????? ?????????? ?????????????????? ??????????? ?? ?????????????????????????????????? ??????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????
????? ????????? ????? ??????????????????????????????????????????????????????? ?????????????????????????????????
????????????????????????????????????????????? ??????????????????????????????????????????????????????
??????????
????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????? ?????????????????????????????????
????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ???? ??????????? ???? ?????????? ???? ??????? ??? ?? ??????????? ??? ????????? ??????????? ???
??????????? ??????????? ?????? ????????????????? ??????????? ????????? ??????????? ??????? ?????? ?????
???????????????????????????????????????????????????????????????????????????????????????
???????????
???
????? ????????? ?????? ???????? ???? ????????? ???? ??????? ???? ?????????? ?????? ??????? ???? ???? ???? ?? ?? ????
??????????????????????????????????????????????????????? ?????? ????????????????????????????????????????
?? ??????????? ?????????? ??? ??????????????? ????????? ??? ???????? ??????? ????? ??????????? ??????? ????????
???????????????
????? ??????????? ?????? ???? ?? ????? ????? ?????????????? ??????? ????????? ???? ??????????????? ???????? ???
?????????????????????????????????????????????????????????????????????
????? ???? ???? ?????????????? ?????? ?????? ???????? ???? ??????? ???? ??? ??????? ?????? ????????????????????? ????
???????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????? ????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????? ???????????????????????????
????? ???? ???? ?????? ???? ???????? ????? ???? ???? ???? ????????? ?????? ???? ????? ???? ????? ???? ??????? ??? ?? ?????? ???
??????????????????????????????????????????????????????????????????????????? ??????????????????
???????????????????????????????????????????????????????????????????????
????? ????????? ???? ?????????? ?????? ????????????? ???? ??????????? ???? ???????? ?????? ????????? ?????? ??????????
???????????? ?????? ????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????
????? ??????? ?????????????????????????????????????? ????????????????????????????????????????????????????????????
??? ?????????????? ???? ???????? ??????? ???????????? ??? ???????????????? ????????????????? ???????
?????????????????????????????
????? ??????????????????????????????????????????????????????????????????????????????????????????????????
?????????????? ??????? ????? ????????? ??????????? ??????????????? ??? ???????????? ??????????? ??? ????
??????????????????????????????????????????????????????????????????
????? ???????????????????????????????????????????????????????????????????????? ????????????????? ?????????????
???????????????????????????????????????????????????????????????????????????????????????????????
????????????????
????? ????????????????????????????????????????????????????????????????????????????????? ?????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????
????? ?????????????????? ?????????????????????????????????????????????????????????????????????????????????
?? ??????? ???? ??????????? ?????????? ???? ????????????????? ?????????? ??? ???? ??????????? ???????????
????????????????????????????????????????
????? ??????? ?????? ???? ???? ????????? ?????? ??????? ??? ?? ??????????? ????? ??????????? ????????? ??????? ?????
????????????????????????????????????????????????????????????????????????????????????????
????? ?????????????????????? ???? ?????? ?????? ???????? ???? ???????? ???? ??????? ??? ?? ???????? ??? ???????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????? ?????????????????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????? ???
??????????????????????????????
????? ????????????????????? ?????????????????????????????????????????????????????????????????????????????
????????
???????????
???
????? ?????????????????????????????? ?????????????????????????????????????????????????????????????????????????
??????????????????????????????????? ????????????????????????????????????? ??????????????????????
???????????
????? ?????????? ???? ??????? ???? ?????????? ???? ????????????? ?? ?? ?? ???????? ??? ??????????? ???? ??????????? ???
???????????? ????????? ???? ???????? ??? ???? ????? ???????? ????????? ?????????? ??? ??????? ????????
???????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????
????? ?????? ??? ???? ???????? ???? ??????? ??? ?? ?????????? ??? ???? ????????? ??? ??????? ?????????? ?????
????????????????????????????????????????????????????????????????????????????????????
????? ?????????????? ??????????????????????????????????????????????????????????????????? ???????????????
???????????????????????????????????????????????????????????????????????????????????????????????
????????
????? ??????????? ???? ???????? ??? ?? ?????????? ??? ??????????? ??? ???? ???????????? ?????????????? ??????? ?????
??????????????????????????????????????????????????????????????????????????????????????????????
???????????
????? ???? ???? ????? ?????? ?????? ?????????? ???? ????? ??? ???????? ??? ???????? ???? ????????????????? ??? ?? ??????
??????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????
????? ??????? ???? ???? ???? ??????? ???? ????????? ????? ?? ?????? ??? ????? ??? ??????? ???????? ????????? ?????
?????????? ??????????????? ??????????? ??? ???? ?????? ???????????? ??????????????????? ?????? ????? ?????
??????????????????????????????????
????? ???????? ?????? ????????? ?????? ??????????????????? ??????????????? ????????????????? ???? ???????????????????
????????????????????????????????????????????????? ????????????????????????????
????? ????????????????????????????? ???????????????????? ???????? ??? ????????????????????????????????????? ???
????????? ???? ????????? ???? ?????????? ???? ???????? ???? ?????????? ?????? ?????????? ?????? ????? ??????
?????????? ?? ??? ???????????? ?????? ????????? ?? ?? ?? ?????????? ????? ??????????? ????????? ???????
????????????? ?????????? ??? ???????? ???? ???????? ??????? ?????????? ????? ???? ????????????????? ???????
????????
????? ?????????? ??????? ???????? ?????? ???? ?????????????? ???????????????? ????????? ??????????????? ????? ????
?????????????????????????????????????????? ???????? ?????? ??????????????????????????????????????????
?????????????? ????????? ???? ?????? ????????? ????????????? ????? ????? ????? ???? ?? ?? ?? ????? ????????
????????
????? ???????? ?????? ??????? ?????? ????????????? ???? ?????? ?????? ???????? ?? ??? ????? ???? ?????????? ????? ??
???????????? ????? ?????????? ??? ?????? ????????? ?????????? ???????? ????? ????? ???????? ?????? ??? ????
????????????????????????????????????????????????????????
????? ????? ?? ??? ???????????????????? ???????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????
????? ????????? ?? ??? ???????? ?????? ??????? ?????? ???????? ?????? ????????? ????? ?? ????????? ????? ?????????????
????????????????????? ????????? ???????? ???????? ???? ?????????? ???? ???????????????????? ?????
??????????????????????? ????????????????????????????????
????? ???????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????? ????????????????????????????? ??????????????????????? ????????? ??????? ????????????
??????????????????????
???????????
???
????? ??????? ?????? ?????? ???? ??????? ?????? ?????? ???? ??????????? ???? ???????? ???? ??????? ???? ?????? ?? ???
?????????????????????? ????????????????????????????????????????????????????????????????????????????????
?????????????????????????? ?????????????????????????????????
????? ????? ?????????????????? ???? ????????????????????? ??????????????????????????????????????? ???? ???????? ???????
????????? ????? ?????????? ??? ?? ???? ?????? ??? ?????? ????????? ?????????? ???????? ????????????? ????????
???????????????????????????????????????????????????????????????????????????????
????? ???????? ?????? ??????? ???? ????????? ?????? ?????????? ???? ????????? ?????? ??????? ????? ?? ????????? ?? ??
???????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????? ???????????????????????????
????? ???????? ?????? ?????? ???? ??????? ?????? ??????? ???? ???????????? ?? ??? ??????????????? ?????? ?????????? ??????
??????????? ????????????????????? ???????????????????????????????????? ???????????????????????????????
???????? ?????????? ?????????????? ????????? ??????? ??????? ???? ?????? ????????? ???????????? ????????
?????????? ????????????????????????????
????? ????? ????????????????????????????? ??? ??????????????????????????? ????????????????????????????
???? ???????? ?????? ??????? ??? ????????? ?????????? ??????? ???????? ????????? ????????? ???? ?????
?????????????? ?????????????????????????????????
????? ?????????????????????????????????????????????? ??????????????????????????????????????????????????????
?????????????????????????????????? ????????????????????????????????????????????????????????
????? ?????????????????????????????? ??? ???????????????????????????????????? ????????????????? ?????????
???????? ???????? ??????? ????????? ???? ??????? ??? ?????? ??? ??????????????? ????? ????? ???? ?????????
????????
????? ??????????????? ????????????????????????????????? ????????????????????????????????????????????????? ???
???????? ???? ??????? ?????? ???????????? ?????? ???????????? ????? ?? ????????? ??? ???????????????
????????????????? ????????? ??????? ?????????????????? ???????? ??? ?????? ???? ???????? ??? ????
???????????????????????????????????????????????????????????
????? ??????? ????? ???????????? ????????????? ?????? ???? ???? ??????????? ??? ???? ???????? ????????? ????????????
?????????????????????????????????
????? ??????????????? ??? ?? ????????? ????? ???????? ????????? ?????? ????????? ??????? ????? ????? ????? ??????????
????????????????????????????????????????????????
????? ??? ??????? ?????? ????????? ???? ??????? ?????? ???? ????? ?????? ????????????? ?????? ????????? ????? ??
??????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????
????? ?? ?? ?? ??? ?????????? ?????? ?????? ????? ?? ??????? ????? ???? ??????? ???????? ?????????? ?????? ?????????
??????????? ?????????? ???????????? ??????????? ????????? ??????????? ????? ??????? ??? ??????
??????????????????????????????????? ?????????????????????????
????? ??????????? ??????????? ?????????????????? ????????????? ????????????????????????????????????? ???????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????
????? ???????????? ???? ???????????????????????????????????????????????????????????????????????????????????
?????? ????????? ????????????? ??? ???? ??????????? ??? ?????? ??????? ??????? ?????????????????????
????????????????????????????????????????? ????????????????????????
????? ???????? ???? ????????????????????? ???? ?????????????? ??? ?? ?????????? ????? ?????? ????????? ?????????? ????
?????????????? ????????? ????? ?? ????? ???????? ??? ???? ?????????? ????? ????????????????? ??????????????
????????????????????
???????????
???
????? ???????????? ???? ??????? ?????? ???????? ???? ??????? ?????? ??????????? ???? ???????? ???? ???????? ????? ??
?????????????????????????????????????????????????????????????????????????????????????????????????
????? ??????? ???? ??????? ?????? ???????????? ???? ???????? ?????? ??????? ?????? ???????????? ???? ????????? ??? ??
?????????????????????????????????????????????????????????????????????? ??????????????????????
????? ????????????? ????????????????????????????????????????????????????????? ???????????????????????????????????
??? ????? ????????? ???????? ??? ???????? ? ????????? ??? ??????????? ?? ??? ???? ????????? ????????????
???????? ?????????????? ???? ??????????????? ????????? ??? ??????????????? ??????????????? ??????? ????
????????????????
????? ????? ????? ?? ?????? ????? ????????????? ??? ??????????????? ??????????? ???? ??????????????? ????
??????????????????????????????????????????????????????????
????? ????????????????????????????? ????????? ?????????????? ???????? ???????????????????? ???????????????????
?????????????? ????????????????????????? ???????????????????????????????????????????????????????????????
??? ?????????? ????????????????? ?????? ??????????????????? ????????????????????????????????????
??????????????????
????? ???? ??????????????????? ??? ?? ????? ??? ?????? ?????????????? ?????????????? ??????? ??? ????????? ???? ????
?????????????? ??????????????? ?????????????? ???????????????????? ?????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
????? ????????????? ???????????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????? ??????????????????????????????????????????
???? ???????? ?????????? ????? ??????? ???? ?????? ?????????? ????? ????? ?????????????????? ???????? ???????
????????
????? ???? ?????? ??????? ??? ???? ?????? ?????? ???????????? ???? ?????? ?????? ???????? ??? ?? ????????????? ?????
????????????????????????????????????????????????????????????????????????????????????? ???????????????
???????????
????? ?????? ????? ?? ????????? ????? ??????????? ??????????????????????? ??????????????? ???????????????????
??????????? ??? ??????? ??????? ????? ???????????? ???? ????????? ??? ?????? ?????????? ??? ?????? ???????? ???
???????????????????????????????????????????
????? ??????????? ?????????????????????????????????????????????? ???? ??????????????????????????????????????
?????????????????????????????????? ?????? ??????????????????? ???????????????????????????????????? ???
?????????????????????????????????????????????????????????????? ??????????????????????????????????
????? ???????? ????????????? ?????? ???????? ?? ??? ??????????? ?????? ????????? ???? ???????? ???? ?????????? ????
??????? ??? ??????????????????????????????????????????????????????????????????????????????????? ????
?????????????????????????????????????????????????????????????? ????????????????????????????????
????? ??????????????????????????????? ?????????????????????????????????? ????????????????????????????????? ?????
????????????????????????????????????????????????????????????????????????????????????????????????????
????? ?????????????? ???? ????? ????? ?????????? ??????? ????? ????? ?????????????????????????????? ????????
????????
????? ????????????? ??????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????
????? ??????? ???? ?????? ?????? ???????? ?????? ?????? ????? ?? ??????? ????? ?????? ????????? ??????? ??????
????????????????????????????????????? ??????????????????????????????????????????????????????????????
????????????????????????????????
????? ???????????? ???? ??????????? ?????? ?????? ???? ?????????? ?????? ???????? ???? ?????? ???? ????????? ??? ??
???????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????
???????????
???
????? ???????????????????????????? ?????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????
????? ?????????? ???? ????????? ?? ??? ?????? ?????? ?????????? ??? ?? ????????? ??? ??????????????? ??? ?????? ?????????
???????????????????????????????????????????????????????????????????????? ??????????????????????????
????????
????? ????????????????????????????????????????????????????????? ?????????????????????????????????????????????????
???????????????????????????????????? ??????????????????? ???????????????? ??????????????????????
????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????????
?????? ??????????????????????????????? ??? ???????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
????? ????????????????????????
????? ??????????? ?????? ????? ???? ??????????? ???????? ???? ????????????? ?????????? ?????? ?????????????? ???????? ??????
????????????????? ??????? ??????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????
????? ???????????? ?????? ???????? ???? ?????????? ???? ???????? ???? ????????? ???? ???? ?????? ?????? ??????? ????
??????? ???? ???????? ???? ??????? ?????? ???????? ??? ?? ???????????? ??? ???????????????? ???????? ????????
???????????????????????? ???????????????????????????????????????????????????????
????? ????????? ???? ???????? ???? ?????????? ????? ???????? ??? ?????? ????????????? ?????????????? ???? ?????? ???
??????????????????????????????????????????
????? ??????????? ???? ??????? ?????? ????????? ??? ?? ?????????? ??? ?????? ????????? ???????? ?? ??? ?? ?????????
??????????????????????????????????????????????? ??????????????????????????????????
????? ?????????????????????????????????????????????????????????????????????????????????????????? ?????????
??????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????
????? ??????????? ??????? ???????????? ????????????????????????????????????????????????????????????????????
???????????
????? ???????? ???????????????????????????????????????????????????????????????????????????????????????
????????????????????????
????? ???????? ???? ?????? ???? ????????? ???? ????????? ?????? ????? ?? ??? ???????? ???? ?????? ???? ???????????? ????
????? ???? ???? ????????? ?????? ??????? ??? ?? ??????? ????? ?????? ????????? ?????????? ??? ?? ?????????
??????????????? ??????????? ?????????????????????????????????????????
????? ??????????? ?????? ??????? ??? ?? ???? ???????????????????? ??????????? ???????????? ???????????? ????
????????????????????????????????????
????? ???????????????????????????????????????????????????????????????????? ?????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????? ???????????
???????????????????????????????????? ????????????????????????????
????? ?????????????????????????????? ?????????????????????? ???????????????????????????????????????????????
?????? ????????? ???????? ?? ???????????? ??? ??????????? ?????? ?????????? ???????? ???????? ??? ????? ??????
????????????????????????????????????????????????????????????????
????? ?????? ?????? ??????? ?????? ????? ?????? ?????? ?????? ?????? ???? ???? ?????? ?????? ??? ?? ????? ????? ??????????
??????????? ??? ??????? ??? ?????? ???????? ??????? ???? ???? ? ?????????? ??? ??????????????? ???? ?????
????????????????????????????
???????????
???
????? ?????????? ?? ??? ?????????????? ???? ??????? ?????? ??????? ???? ????????????????????? ?????? ???????? ??????
???????? ?????? ???????????????????????????????????? ???? ??????????????????????? ???? ??????? ?????? ????????
???????????????????????????????????????? ?????????? ?????????????????????????????????????? ????????????????
???????? ?????? ?????? ?????? ???????????????? ?????? ???????? ?????? ???????? ?? ??? ????????? ???? ??????? ????
???????????? ??????????????? ??????????????????????????? ??????????????????????????????? ??????? ?????
???? ??????????? ?????? ???????? ???? ???????? ???? ???????? ?????? ???????????? ???? ??????? ???? ??????? ????
???????????? ???? ??????? ???? ??????? ?????? ??????? ?? ??????????????? ?????????????????? ???????????????
???????????????????????????????????????????????????????????????????? ??????????????? ???? ?????????????? ?????
?????? ???????????? ???????????????? ?????????????? ???????????????????????????????????????????????? ????
????????????????????? ????????? ????????? ????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????
??????? ??????????????? ????? ??? ???????????? ????????? ??????? ???? ????????? ???? ?????? ???? ??????
????????
????? ?????????????????????????? ????????? ????????????????????????????????????????????????????????????
?????????????????????????????????????? ??????????????????????????????????????????????????????????
??????? ????????????????????????????????????????????????????????????????????????????????????????????
???????????? ??????????? ??? ?????????? ????? ???? ????? ??? ??????????? ??????? ??? ?????????????? ???????
??????????????
????? ???????????????????????????? ???????????????????????????????? ???????????????????????? ???????????????????
????????????????????????????????????????????????????????????????????????????????????????
????? ???????????????????????? ????????????????????? ?????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????
????? ???????????????????????????? ???????????????????????????????? ????????????????????????????????????? ??????
???????????????????????????????????????????????? ??????????????????????????????????????????
????? ???????????????????????????????????????????????????????????????????????????????????????????????????????????????
???? ???????????? ???? ?????????? ???? ??????????? ??? ?? ??????? ??? ???? ???????? ????????? ?????? ?????????
????????????????????????????????????????????????????????????????????????????
????? ??????????????????????????????????????????????????????????????????????????????????????????????????????????
????????????? ????? ??????????? ? ???????????????????? ?????? ????????? ???????????? ???????? ??? ??????
???????????????????????????????????????????????????????????????????????????????????????????????
????? ???????? ???? ?????????? ???? ???????? ???? ????????? ??? ?? ??????? ??? ?????? ???????? ?????? ????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????
????? ???????????????????? ?????????????????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????
????? ??????? ?????? ?????????? ?????? ?????????? ?? ?? ?? ??????? ????? ???? ??????? ???????? ????????? ??????
??????????????????????? ?????????????????????????????????????????????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????? ????????? ???? ???????? ??????????????? ?????????????? ?????? ????????? ?????? ????????? ??????
?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????? ????????????????????????????????????????????????????? ??? ??????????????
??????????????????????????????????????????????????????
???????????
???
????? ????? ?????? ??????? ?????? ??????? ???? ????? ????????????????? ???? ?????????????? ?????? ?????? ?????? ???????? ??????
????????????????????????????????????????????????????????????????????????????????????? ??????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????
????? ????????? ?????? ?????? ???? ???????? ?????? ???? ?????? ??????? ????? ?? ??????? ????? ??????????? ???????? ??????
????????? ?????????? ????? ??????????? ?????????? ??? ??????? ??????? ????? ??????? ???????? ???????? ????
??????????????????????????
????? ??????????????????????????????????????????? ?? ????????????????????????????????????????? ??????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????
????? ????????????????????????????????????????????????????? ?????????????????????????????????????????????????????
?????????? ??????????????????? ???????????????????? ???????????????????????????????? ?????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????
????? ???????????? ?????????????????????????????????????????????? ??????????????????????????????????????????
???????????? ?????????????? ??????? ?????? ????? ??? ?????????? ??? ?????????????? ???? ????????????
?????????????????????????????????????????????????????????????????????????????????
????? ?????? ???? ?????????????? ???? ???????? ????? ?? ?????? ????? ?? ????? ??????????? ???????? ??? ??????
?????????????????????????????????????????????????????????????????????
????? ?????????????????????????????????????????? ???????????????????????????????????????????????????????????? ???
?????????????????????? ??????????????????????????????????????????????????????????????? ??? ????????????
????????????????????????????????????????????????????????????????????????????????????????????????
????????????
????? ??????? ???? ???????? ???? ???????? ???? ? ???????? ???? ??????? ???? ???? ???? ??????????? ???? ?????????? ????
????????? ??????????????? ??? ???????????????? ??????????????? ???????????????????????? ????????? ????
?????????????????????????????????????????????????????????????????????????? ????????????????????????
???????????
????? ?????????????????????????????????????????????????????????????????????????????????? ??????????????????????????? ??
?????????????????????????????????????????????????????????????????????????????????? ??????????????
?????????????????????????????????????????????????????????????
????? ???????? ?????? ???? ???? ???? ????????????? ????? ?? ???????? ????? ??????????????????????????? ??????????? ???
????????????????????????? ??????????????????????????????????????????????????????????????????????
????? ?????????????????????????????????????????????????????????????????????????? ????????????????????
??????? ???????????????????????????????????????
????? ??????? ????????????????????????????????????? ???????????????????????????????????????? ??????????????
???????? ?????? ???????? ???? ??????????? ???? ????????? ?? ?? ?? ?? ?? ??? ????????????? ?????????? ????
???????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????
????? ????? ???? ????? ???? ?????? ???? ??????????????? ???? ???? ?????????? ???? ???? ???? ?????? ???? ????? ???? ??????? ????
???????????????????????????????????????????????????????? ???????????????????????????????????????????? ???????
?????????????? ?????????????????????????????????????????????????????????????????????? ??????????????
?????????????????????????????????????????????????????
????? ????????????? ???????????? ????? ???????????????????????? ???????????????????????????
????? ?????? ?????? ??????????? ???? ???? ????? ???? ?????????? ????? ?? ??????? ??? ??? ????? ??? ??????? ???
????????????????????????????????????????????????????????????????????????????????????????
???????????
???
????? ??????????? ???? ??????????? ???? ???????? ???? ???????? ???? ??????????? ??? ?? ?????????? ??? ???
?????????????????? ?????????????????? ????????? ???????? ????????????????????
???????????????????????????????????????????????????????????????????
????? ?????????????????????????? ?????????????? ???????????????????????????????????????????????????????
??????????? ??? ????????????????? ?????????????????????????? ????? ??? ?????? ???????? ????????? ????????
? ?????????????????????????????????????????????????????????????????????????????
????? ??????? ????? ?? ??????????? ????? ??????????? ??????????? ???????????? ???????????????? ????????? ???
?????????????????????????????????????????????
????? ????????? ?????? ?????? ?????? ????? ???? ?????? ????? ?? ??????? ????? ???????? ???????? ??????? ??? ????????
??????????????? ????? ??? ?????????? ???????????? ??? ???? ?????? ???????????? ??? ???????? ?? ????? ??????????
????????????????
????? ?????? ???? ?????? ???? ????????? ???? ?????? ?????? ????? ???? ?????? ???? ???????????? ????? ?? ????????? ?????
???????????????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????
????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????? ???????????????????????????????????????????????????????
????? ?????????????????????? ??? ??????? ???????????????????? ??????????????????????????? ??????????????? ?????
???????? ????? ?? ??????? ????? ???????? ????????? ???????????? ??? ????????? ???? ??????????? ???? ??????
?????????????????????????????????????????????????????????????????
????? ??????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
?????????? ??????? ??? ????????????????????????
????? ???????? ???? ???????? ?????? ??????? ???? ???????? ????? ?? ??????? ??? ??????????? ??? ????????????? ?????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
????????????????????
????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????
??????????? ?????????????????????????????????????
????? ??????????????????????? ????????????????????????????????????????????????? ????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
????????? ????????????????????????????????????????? ?????????????????????????????
????? ?????????????????????????????????????????????????????????????????????????????????????????????????????
????????? ??? ?????????? ????????? ???? ?????????? ??? ??????????????? ?????????? ????? ?????????????
????????????????????????????????????????????????????????????????
????? ??????????? ??? ?? ?????????? ?? ?? ??????????? ?????????? ??? ?????? ??????? ??????? ????? ????? ???? ??????
????????
????? ?? ?? ???? ??????????? ????????? ??? ?? ?????? ????? ????? ????????? ????????? ?????????? ???????? ???????
??????????????????????????????????????????????????????????
????? ?????? ??????????????? ???????????????????????????????????????????????????????????????????? ???
?????????????????????????????
????? ?????????????????????? ???????????????????????????????????????????????????????????????????????
????? ???????? ??????? ???????? ???? ????? ???? ????????????? ?????? ??????????????? ??? ?? ?????? ???? ??????? ?????
??????????? ??????? ??????????? ???? ???????????? ?????????? ????? ????? ????? ???? ?? ?? ?? ????? ????????
????????
???????????
???
????? ??????????????? ???? ???????? ???? ????????????????? ?????? ???????????? ???? ?????? ???? ???????? ??????
??????????????????????? ???????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????? ?????????????????????????????????????
????? ???????? ?????????? ???? ???????? ??? ??????????? ??????????????????????? ???????????? ???????????????
????? ??? ???? ?????????????? ????????? ?????????? ?????? ??? ????? ?????????????? ??? ??? ??????? ??????????
????????????????????????????????????
????? ????????????????????????????????????? ??????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????
????????
????? ????????????????????????????????????????????????????????????? ???????????????? ????????????????????????????
????????????????????????????? ???????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????
????? ?????? ?????? ?????????? ???? ???????? ???? ????????? ???? ?????????????? ?????????? ????? ???????????????
?????????????????????????????????????????????????????????????????????????????????????????????????
????? ??????????? ???? ??????? ???? ??????? ???? ????????? ???? ??????? ???? ?????????? ???? ?????????????????
?? ??????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????
????? ??????????????? ????????????????????????????????????????????????????????????????????????????????????
????????? ?????? ????? ?????????? ??? ??????????????????????????? ????????????????????? ??? ?????? ??? ??
??????????????????????????
????? ??????????????????? ?????????????????????????????????????????????????? ????????????? ???????????????????????????
????????????? ?????????????????????????????????????????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????
????? ??????????????????????????????????????????? ????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????
????? ??? ???????? ????????????????????????????????????????? ??????????? ???????????????? ????????????????? ????
??????????????????????????????????????????????????????????????????????????????????????????????
????? ??????????????????????????????????????? ??????????????????????????? ???????????????????? ?????????????
????? ???? ????????????? ??????? ???????? ??? ?????????? ?????????????????? ????????? ???????? ???
????????????????? ????????????????? ???????????????? ?????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????????????????? ?????????????????????????????
???????????
????? ?????? ???????????????????????????? ??????????????????????????????????????????????????????????????? ? ???
???????????????????????????????????????????????? ?????????????????????????????????? ?????????????????????
???????????????????????????????????????????
????? ?????????????????????????? ???????????? ???? ???????? ????? ?????????? ????? ??? ?????????????? ??? ???????????
???????? ??????????? ???? ????????????? ????? ???? ????????? ?????????? ?????????? ???????? ????
????????????????????????????????????????????????????????????????????????????????
????? ???????????????????????????? ???????????????????????????????????????????????????????????????????????
?????????? ??? ???????????? ???? ????????????? ????? ???? ????????? ???????????? ?????? ???????????? ???? ????
?????????????????????????????????????????????????????????????????????
????? ?????? ???? ?????????? ?????? ???? ???? ???? ?????? ?????????? ??? ?? ?????? ??? ??????????????? ??? ???????????
???????????????????????????????????????????????????????? ??????????????????????
????? ???????? ???????????????????????????????????????????????????????????????????????????????????
???????????
???
????? ????? ???? ????????? ?????? ????????? ????? ?? ?????????? ?? ?? ????????????? ???????? ???????????? ????
??????????????????????????????????????????????????
????? ?????????? ?????????????????????????????????? ????????????????????????
????? ????????????????????????????????????????????????????????????????????????????????????????????????
???????????????
????? ???????????????????????????????????????????? ?????????????????????????????????????? ????????????????? ????? ???
??????????????? ??????????????????????????????????????????????????????????????????????????????????????????
??????????? ??????? ?????? ????? ????? ??????????? ???? ?????????? ?????? ???????????? ??? ?????? ????
???????????????????????????????????????????????????????????????
????? ?????????????????????????????????????????????????????????????????????????????????????????? ?????????
????????????????????? ??????????????????????????????????????????????????
????? ????????????????????? ??????????????? ??????????? ?????????????????????????????? ???????????????????
???????????????????????? ?????????????????????????????????????????????? ????????????????????????????????
??????????????? ?????? ?????????????? ????????? ?????? ???? ????????? ??? ?????????????????? ???????????
???????????????
?
????
?
??????????????????????
?
?
????????????????????????? ????
????????????????????? ??????
?????????????????????? ?????
?????????????????????????????????? ?????
??????????? ?????????????????? ?????
?? ???????????????????? ??????
????????????????????????????? ????
???????????? ????
?????????????? ?????
????????????????? ????
???????????????????????????????????? ?????
?????????????????????????????????? ?????
??????????????? ?????????
????????????????? ????
????????????????????????? ??????
??????????????? ????
??????????????????? ???
?????????????????????????????????????????? ???????
?????????????????? ????
????????????????????????? ??????
????????????????? ???
????????????? ????
???????????????????????? ????
???????????? ?????
??????????????????? ????
???????????????? ?????
?
????
?????????????????
?????????????????
?????????????
???????????????????
???????????????
??????????????????????????
??????????
???????????????????????????????????????????????? ?????????????????
????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
??
???????????????? ?????????????????????????????????????????
????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????
?
?????????????????????????????????????????????????????????????????????
????????????????????????????????????????????????????????????????????
?
??????? ????????
???????????????????? ???????????????????????????????????????????????????????????????????
????????
????? ???????? ??????????? ???????????? ??? ??????? ???????? ??? ?????????
????????????????????????????????????
?????????????????? ??????????????????????????????????????????????????????
???????????????????? ????????????????????????????????????????????????????????????????
???????? ?????????????????????????????????
??????? ?????????????????????????????????????????????
??????? ?????????????????????????????????????????????????
???????? ?????????????????????????????????????????????????????
??????? ?????????????????????????????????????????????????????????????
?????????????????????
?????????????????
???????????????????????????????????????????????????? ????????????????????????????????????????
??
????????????????
????????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????? ????????
?
?????????????????
?????????????????????? ?????????????????????????????????????????????????????????????????????????????
?
?????????????????
?????????????????????????????????????????????????????????????????????????????????
?????????????????
???
?????????????
?? ?????? ???? ?????? ???? ??? ???????? ??? ???? ??? ??????????????? ??????????? ??? ?? ?????? ?????????? ????
????????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????
?? ????????????????????????????????????????????????????????????????????????????????????????????????
??????? ??? ?????????????? ????????????????????????????????????????????? ????????????????????????????
???????????????????? ??????????????????????????????????
?? ?????????????????????????????????????????????????????????????????????????????????????????????????????????
???????? ????? ???? ??????? ??? ???????????? ????????? ???????? ??????? ???????? ??? ???????????????????
????????????????
?? ???????????????????? ??? ????????????????????????????????????????????????????? ??????????? ????????????
??? ??? ??????? ???? ????????? ??? ??????????? ??? ?????????????????????? ???????????? ???????????? ????
???????????????????????????????????????????????????????????????????????????????? ???????????????????????
????????
?? ????????????????????????????????????????????????? ???? ????????????????????????????????????????????????
???????????????????????????????????????????????????????????????????????????????????????????????????????
?????????????????????????????????????????????????????????????????????????????????????????????????????
?? ?????? ???? ???? ???? ???? ????????? ????????????? ????????????????? ????????? ?????????????????????????????
??????????????????????????????????????????
?? ??????????????????????????????????????????????????????????????????????????????????????????????? ?????
?????????????????????????????????????????????????????????????????????????????????????????????????
?? ???????????????????????????????????????????????????????????????????????????????? ????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????? ??????????
????????????????????????????????????????
??????????????????????????????
?? ????????????????????????????????????????????????????????????? ??????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????
?? ?????????????????????????????????????????????????????????????????????????????????????????????????
?????? ?????????????????????????????????????????????????????????????????????????????????????????????
?????????????? ??????????????????????????????????????????????????????????????????????????
??????????????????????
??? ??????????????????????????????
?????????? ???? ??? ??? ?????? ????????? ??????? ????????? ??? ???????? ??? ??? ????????? ???????? ???????? ???
???????????????? ??????????????? ???????????????????????????????????????????????????????????????????????
?????????????????????????????????????????? ????????????????????????????????????????????? ????????????
?
?????????????????????????????????
????? ???????? ?? ??? ???? ???????????? ?????????? ???? ???????? ?????????? ? ????????????? ?? ??????? ???????? ????
?????????? ?????????????? ?? ? ??????????????????? ?? ????????????????? ?? ???????? ?? ??????????? ?????? ?????
???????????????????????????? ???????????????????????????????????? ??????????????????????????????????????????
???????????????????????????????????? ???????????????????????????????????????????????????????????????
?
?
?????????????????
???
?????????????????????????????????????????
??????????????????????????????????????????????????????????????????????????????????????????????????????????
??????????????????????????????????????????????????????? ???????????????????????????????????????????
?
?????????????????????
??????????????????
????????? ?????????? ??? ??????????????????????? ?????????????????? ?????????? ??? ????????? ??? ?????? ?????????
?????? 
 
RESEARCH COMMUNICATION
LRH-1-dependent programming
of mitochondrial glutamine
processing drives liver cancer
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Various tumors develop addiction to glutamine to support
uncontrolled cell proliferation. Here we identify the
nuclear receptor liver receptor homolog 1 (LRH-1) as a
key regulator in the process of hepatic tumorigenesis
through the coordination of a noncanonical glutamine
pathway that is reliant on themitochondrial and cytosolic
transaminases glutamate pyruvate transaminase 2 (GPT2)
and glutamate oxaloacetate transaminase 1 (GOT1),
which fuel anabolic metabolism. In particular, we show
that gain and loss of function of hepatic LRH-1 modulate
the expression and activity of mitochondrial glutaminase
2 (GLS2), the first and rate-limiting step of this pathway.
Acute and chronic deletion of hepatic LRH-1 blunts the
deamination of glutamine and reduces glutamine-depen-
dent anaplerosis. The robust reduction in glutaminolysis
and the limiting availability of α-ketoglutarate in turn in-
hibit mTORC1 signaling to eventually block cell growth
and proliferation. Collectively, these studies highlight
the importance of LRH-1 in coordinating glutamine-
induced metabolism and signaling to promote hepatocel-
lular carcinogenesis.
Supplemental material is available for this article.
Received January 7, 2016; revised version acceptedMay 12, 2016.
During tumorigenesis, cancer cells usually switch from
oxidativemetabolism to a highly glycolyticmetabolic sta-
tus (Vander Heiden et al. 2009). While glucose is predom-
inantly metabolized into lactate rather than entering the
tricarboxylic acid (TCA) cycle, cancer cells particularly
rely on glutamine to replenish TCA cycle intermediates.
This process, termed anaplerosis, is accomplished
through the conversion of glutamine to α-ketoglutarate
(α-KG) via a two-step deamination reaction catalyzed by
glutaminases and then by glutamate dehydrogenase 1
(GLUD1) or transaminases (DeBerardinis et al. 2008;
Wise et al. 2008; Csibi et al. 2013; Son et al. 2013). Cancer
cells therefore critically depend on glutamine as a fuel for
proliferation, and abrogation of glutamine metabolism
blocks tumorigenesis, indicating an accessible therapeu-
tic window for cancer treatment (Hensley et al. 2013).
Liver receptor homolog 1 (LRH-1; also called NR5A2) is
a nuclear receptor that is enriched in enterohepatic tis-
sues, where it has diverse molecular and physiological
functions (Stein and Schoonjans 2015). LRH-1 has been
linked to cell proliferation and cancer development in
the intestine (Botrugno et al. 2004; Schoonjans et al.
2005) and pancreas (Petersen et al. 2010; Benod et al.
2011). In the liver, LRH-1 regulates variousmetabolic pro-
cesses, including bile acid synthesis (Mataki et al. 2007;
Lee et al. 2008; Out et al. 2011), glucose sensing and pro-
cessing (Oosterveer et al. 2012), and reverse cholesterol
transport (Stein et al. 2014). Although the function of
LRH-1 in the liver has been extensively studied, its com-
manding role in intermediary metabolism has never
been connected to tumorigenesis.
In this study, we report that LRH-1 promotes diethylni-
trosamine (DEN)-induced hepatocellular carcinoma
(HCC) by coordinating glutamine-induced anabolic me-
tabolism. We demonstrate that LRH-1 facilitates the
production of NADPH from glutamine by favoring a non-
canonical glutamine pathway that optimizes reductive
biosynthesis. Importantly, chronic and acute disruption
of LRH-1 also impairs glutamine-induced anaplerosis
and α-KG availability, ultimately leading to reduced
mTORC1 signaling. These results unveil an unexpected
role of LRH-1 in cancer intermediary metabolism with
broad-ranging implications on mTORC1 signaling.
Results and Discussion
Hepatic loss of LRH-1 prevents DEN-induced liver
carcinogenesis
To investigate the specific contribution of hepatic LRH-1
on HCC formation, we used the well-established DEN
method to induce liver cancer (Bakiri and Wagner 2013).
Liver-specific Lrh-1-deficient (Lrh-1hep−/−) and wild-type
control (Lrh-1hep+/+) mice were injected with DEN on
postnatal day 14. Tumor burden was assessed 6 mo
(mid-term) or 10 mo (long-term) after injection (Fig. 1A).
While long-term DEN-challenged Lrh-1hep+/+ littermates
developed multiple hepatic tumors, Lrh-1hep−/− mice
were strikingly protected (Fig. 1B,C). The robust reduction
of total tumor number and size was not caused by differ-
ences in DEN carcinogenicity as evidenced by the equal
accumulation of DNA adducts induced by DEN[Keywords: Hepatocellular carcinoma; cancer metabolism; nuclear
receptor NR5A2; mitochondria; anaplerosis; mTOR; NADPH]
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exposure in 14-d-oldLrh-1hep+/+ andLrh-1hep−/− livers (Fig.
1D; see the Supplemental Material for more details). Fur-
thermore, DEN moderately increased LRH-1 protein
abundance but did not affect its nuclear compartmentali-
zation (Fig. 1E). We then performed histological and
immunohistochemical analysis on the long-term DEN-
treated liver sections. H&E staining of Lrh-1hep−/− liver
sections demonstrated fewer microscopic tumor foci,
while BrdU and Ki67 staining confirmed reduced cell pro-
liferation in Lrh-1-deficient livers (Supplemental Fig.
S1A). Moreover, long-termDEN-treated Lrh-1hep−/− livers
were significantly lighter compared with Lrh-1hep+/+ liv-
ers, while the body weight did not differ between the
two genotypes (Supplemental Fig. S1B–D). Together,
these results indicate that LRH-1 is required for efficient
HCC induction and progression in response to DEN
treatment.
Hepatic loss of LRH-1 inhibits noncanonical glutamine
processing
LRH-1 coordinates intestinal cell renewal and tumor for-
mation through cross-talk with the β-catenin pathway
(Botrugno et al. 2004; Schoonjans et al. 2005). It is also re-
quired for hepatic endoplasmic reticu-
lum (ER) stress resolution through
transcriptional control of polo-like
kinase 3 (Plk3) and subsequent phos-
phorylation of activating transcription
factor 2 (ATF2) (Mamrosh et al. 2014).
To understand the robust tumor-sup-
pressive phenotype, we first assessed
the β-catenin pathway in mid-term
DEN-treated livers in which tumors
were not yet developed (Supplemental
Fig. S1E). In contrast to the findings in
intestinal crypts of germline Lrh-1+/−
mice (Botrugno et al. 2004), β-catenin
targets c-Myc, Ccnd1, and Ccne1
were not reduced in the unchallenged
(Supplemental Fig. S1F) or DEN-chal-
lenged (Supplemental Fig. S1G) Lrh-
1hep−/− livers. We also evaluated the
Plk3–ATF2 cascade in response to
acuteDEN exposure. Plk3mRNA lev-
els and ATF2 phosphorylation were
not induced by DEN (Supplemental
Fig. S1H; data not shown), indicat-
ing that, in our model, LRH-1 im-
pacts hepatocarcinogenesis via other
mechanisms. We then performed
microarray analysis to compare the
transcriptomes of mid-term DEN-
exposed Lrh-1hep+/+ and Lrh-1hep−/−
livers. As expected, gene set enrich-
ment analysis (GSEA) confirmed pre-
viously established functions and
target pathways of LRH-1, such as syn-
thesis of bile acids (Fig. 1F; Sup-
plemental Fig. S1I,J). Of interest,
metabolism of amino acid and deriva-
tives scored among the most signifi-
cantly enriched pathways (Fig. 1F;
Supplemental Fig. S1K). We next ana-
lyzed this gene set in more detail.
While transcripts of several proteasomal subunits were
down-regulated in Lrh-1hep−/− livers, a more striking re-
duction of several enzymes involved in glutamine catabo-
lism was observed (Fig. 1G). Glutamine plays an essential
role in tumor growth to support anaplerosis and reductive
biosynthesis (DeBerardinis et al. 2008). Several genes in-
volved in the processing of glutamine were reduced in
mid-term DEN-exposed Lrh-1hep−/− livers, including mi-
tochondrial glutaminase 2 (Gls2), cytosolic glutamate
oxaloacetate transaminase 1 (Got1), and mitochondrial
glutamate pyruvate transaminase 2 (Gpt2) (Fig. 1G,H).
This pathway is reminiscent of a noncanonical pathway
of glutamine breakdown that was earlier reported in hu-
man glioma (Wise et al. 2008) and pancreatic ductal ade-
nocarcinoma (PDAC) cells as an alternative mechanism
to support NADPH production via malic enzyme (Son
et al. 2013). Not only these genes but also malic enzyme
1 (Me1) were significantly blunted, as confirmed by quan-
titative RT–PCR (qRT–PCR) (Fig. 1I). Many cancer cells
typically rely on GLUD1 to fuel the TCA cycle through
repleting α-KG (DeBerardinis et al. 2008). Transcript lev-
els ofGlud1, however, remained unchanged upon hepatic
loss of function (LOF) of LRH-1 (Supplemental Fig. S1L).
Moreover, mRNA expression of Gls1, Got2, and TCA cy-
cle-related genes was not altered between the two
Figure 1. Hepatic Lrh-1-deficient mice are protected against DEN-induced HCC formation
and display reduced glutamine-dependent anaplerosis. (A) Experimental strategies of DEN ad-
ministration. (DOB) Date of birth. (B) Representative livers of 10-mo DEN-treated Lrh-1hep+/+
and Lrh-1hep−/−mice. (C ) Hepatic tumor number (left) and tumor size (right) in the correspond-
ing genotypes. (D) Hepatic O6-ethylguanine DNA adducts 6, 24, and 48 h after DEN injection
to 14-d-old Lrh-1hep+/+ and Lrh-1hep−/− mice. n = 5–6 per genotype and time point. (E) LRH-1
protein levels in cytosol and nucleus fractions of livers from untreated control (Ctrl), 6-mo
DEN-treated (MT), and 10-mo DEN-treated (LT) Lrh-1hep+/+ and Lrh-1hep−/− mice. (F ) Gene
set enrichment analysis (GSEA) demonstrates down-regulated pathways that were ranked by
normalized enrichment scores (NES) in livers of 6-mo DEN-treated Lrh-1hep−/− (n = 6) mice
compared with Lrh-1hep+/+ (n = 7) mice. Specific pathways are indicated. (G) Heat map display-
ing the core-enriched gene set “metabolism of amino acids and derivatives,” expressed in the
livers of the mice described in F. (H) Graphical representation of enzymes involved in gluta-
mine breakdown and metabolism. Enzymes highlighted in red are reduced in Lrh-1hep−/− livers,
as shown in I. (I ) Hepatic mRNA levels of glutaminase 2 (Gls2), glutamate oxaloacetate trans-
aminase 1 (Got1), glutamate pyruvate transaminase 2 (Gpt2), andmalic enzyme 1 (Me1) in liv-
ers of mice described in F. Data represent mean ± SEM. (∗) P < 0.05; (∗∗) P < 0.01; (∗∗∗) P < 0.001 by
two-tailed Student’s t-test.
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genotypes (Supplemental Fig. S1L,M). Col-
lectively, these data indicate that an alterna-
tive pathway involved in hepatic glutamine
processing is most likely compromised in
Lrh-1hep−/− mice.
LRH-1 regulates reductive biosynthesis
fueled by glutamine processing
We previously showed that LRH-1
coordinates glucose intermediary metabo-
lism via glucokinase (GCK) activation and
subsequent carbohydrate response ele-
ment-binding protein (ChREBP) nuclear
translocation (Oosterveer et al. 2012). Con-
sistent with this study, the ChREBP path-
way was significantly enriched between
both genotypes (Supplemental Fig. S2A,B).
Because Me1 is a known ChREBP target
gene (Iizuka et al. 2004; Chambers et al.
2013), we first analyzed whether the reduc-
tion of our candidate genes (Fig. 1I) results
from impaired GCK–ChREBP signaling.
GCK reconstitution in Lrh-1hep−/− livers re-
stored Chrebpβ and Me1 (Fig. 2A), but not
Gls2,Got1, orGpt2 expression (Supplemen-
tal Fig. S2C), indicating that LRH-1 regu-
lates only Me1 via the GCK–ChREBP axis.
In parallel to the reduced Me1 expression,
NADPH/NADP+ levels were significantly
reduced in unchallenged (Fig. 2B) or DEN-
challenged (Fig. 2C) Lrh-1hep−/− livers and
was accompanied by a corresponding reduc-
tion of the GSH/GSSG ratio in DEN-treated
livers (Fig. 2D). Although Me1 was readily
rescued upon GCK reconstitution (Fig. 2A),
normalization of NADPH/NADP+ levels
was still incomplete (Fig. 2B), supporting
the notion that the generation of NADPH
from glutamine is also attenuated in Lrh-
1hep−/− livers.
We next investigated the molecular mechanism
through which LRH-1 regulates glutamine metabolism.
Overexpression of LRH-1 in mouse hepatoma Hepa 1.6
cells resulted in an increase of GLS2 transcripts and pro-
tein, while Got1 and Gpt2 transcripts were unchanged
(Fig. 2E,F). Conversely, siRNA-mediated silencing of
LRH-1 exclusively reduced the expression of GLS2
mRNA and protein (Fig. 2G,H). In Lrh-1hep−/− mice, re-
duced hepaticGls2mRNA expression (Fig. 1H) translated
into lower GLS2 protein levels (Fig. 2I). Of interest, Gls2
is highly expressed in the liver compared with Gls1 (Sup-
plemental Fig. S2D). GLS2 deaminatesmitochondrial glu-
tamine, thus controlling a major anaplerotic step for
hepatic glutamine utilization (Hensley et al. 2013). We
then asked whether Gls2 is subjected to direct transcrip-
tional regulation by LRH-1. Analysis of a genome-wide he-
patic LRH-1 ChIP-seq (chromatin immunoprecipitation
[ChIP] combined with high-throughput sequencing) data
set (Chong et al. 2012) revealed LRH-1 recruitment at
the Gls2 promoter (Fig. 2J), and computational analysis
identified five putative LRH-1 response elements within
the Gls2 promoter under the LRH-1 ChIP-seq peak (Fig.
2K). Site-specific ChIP assays using DNA from mid-term
DEN-treated Lrh-1hep+/+ and Lrh-1hep−/− livers revealed
LRH-1 recruitment to putative binding sites 1, 2, and 3
(Fig. 2L). Mutation of these binding sites in mouse Gls2-
luciferase reporter constructs furthermapped site 3,which
is conserved in the human Gls2 promoter (Supplemental
Fig. S2E), as the major site that confers LRH-1 responsive-
ness (Fig. 2M). Accordingly, silencing of LRH-1 in human
hepatoma HepG2 cells also led to a significant reduction
of Gls2 transcripts (Supplemental Fig. S2F).
LRH-1 regulates GLS2 to promote glutamine-induced
anaplerosis
Given the marked reduction of GLS2 in Lrh-1hep−/−mice,
we hypothesized that hepatic loss of LRH-1 blunts
the conversion of glutamine to glutamate. To test the
flux throughGLS2 in vivo, we performed 13Cnuclearmag-
netic resonance (13CMR) spectroscopymeasurements fol-
lowinghyperpolarized [5-13C]glutamine injection (Cabella
et al. 2013;Cheng et al. 2013). [5-13C]glutaminewashyper-
polarized using dissolution dynamic nuclear polarization
(DNP) and rapidly injected into DEN-treated Lrh-1hep−/−
and Lrh-1hep+/+ mice followed by real-time recording
of its conversion to [5-13C]glutamate (Fig. 3A,B). As ex-
pected, Lrh-1hep−/− showed a strong decrease in hepatic
Figure 2. Gls2 is a direct transcriptional target of LRH-1. (A,B) Hepatic mRNA levels of
Gck, Chrebpβ, andMe1 (A) and NADPH/NADP+ levels (B) in control virus-infected Lrh-
1hep+/+ and Lrh-1hep−/−mice and AAV8-GCK virus-infected Lrh-1hep−/−mice. n = 4–5 per
group. Data represent mean ± SEM. (∗) P < 0.05 versus Lrh-1hep+/+; (#) P < 0.05 versus Lrh-
1hep−/− by one-way ANOVA and Tukey’s post-hoc test. (C,D) Relative NADPH/NADP+
(C ) and GSH/GSSG (D) levels in livers of 6-mo DEN-treated Lrh-1hep+/+ (n = 7) and Lrh-
1hep−/− (n = 6) mice. (E,F ) mRNA levels of Gls2, Got1, and Gpt2 (E) and protein levels of
GLS2 (F ) in Hepa 1.6 cells transfected with control or Lrh-1 expression plasmids. n = 3
per group. (G,H) mRNA levels of Gls2, Got1, and Gpt2 (G) and protein levels of GLS2
(H) inHepa 1.6 cells transfectedwith scrambled or Lrh-1 targeted siRNAs. n = 3 per group.
Data represent mean ± SEM. (∗∗) P < 0.01; (∗∗∗) P < 0.001 by two-tailed Student’s t-test. (I )
Hepatic protein levels of GLS2 inmice described inC. (J) University of California at Santa
Cruz (UCSC) genomebrowser (mm9) viewdisplaying the occupancyofmouseGls2by IgG
and LRH-1 (Chong et al. 2012). (K ) Schematic representation of the five putative LRH-1
response elements in the proximal mouseGls2 promoter. (L) ChIP-qPCR (chromatin im-
munoprecipitation [ChIP] combined with qPCR) assay to evaluate the relative LRH-1
binding to the mouseGls2 promoter. Amplified regions (a, b and c) are depicted in Figure
1K. (M ) Luciferase activities in HEK293A cells after cotransfection of a Lrh-1 expression
vector and with empty luciferase reporter (pGL4) and long or short Gls2 promoter con-
structs with or without the indicated mutations. Data represent mean ± SEM. (∗∗∗) P <
0.001 versus empty reporter (pGL4); (#) P < 0.05 versus long Gls2 promoter construct by
one-way ANOVA and Tukey’s post-hoc test.
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[5-13C]glutamate content compared with
Lrh-1hep+/+mice (Fig. 3C). Unlike the expres-
sion levels of glutamine transporters Slc1a5
and Slc7a5, which were unchanged (Supple-
mental Fig. S3A), hepatic α-KG levels were
diminished in Lrh-1hep−/−mice (Fig. 3D), in-
dicating that LRH-1 LOF may attenuate
glutamine-fueled anaplerosis. To further ex-
plore the direct roles of LRH-1 and GLS2 in
maintaining glutaminolysis and intracellu-
larα-KGpools,weexamined the effect of glu-
taminemetabolismon α-KG levels.Hepa 1.6
cells were starved of glutamine for 6 h, and
removal of glutamine significantly reduced
the intracellular levels of α-KG (Supplemen-
tal Fig. S3B), demonstrating that glutamine
sustains glutaminolysis. We then acutely
modulated LRH-1 or GLS2 expression in
Hepa 1.6 cells. In line with the reduced
α-KG abundance in Lrh-1hep−/− livers, over-
expression of LRH-1 or GLS2 increased,
while siRNA-mediated silencing of LRH-1
or GLS2 decreased, α-KG levels in Hepa 1.6
cells (Fig. 3E–H). Together, these results
demonstrate that LRH-1 promotes gluta-
mine-induced anaplerosis via the induction
of GLS2.
LRH-1 modulates the mTORC1 pathway
in an α-KG-dependent manner
Glutamine is metabolized through glutami-
nolysis to produce α-KG. Previous studies showed that in-
creased glutamine (Duran et al. 2012; Bar-Peled and
Sabatini 2014) or α-KG (Duran et al. 2012) availability
stimulates the mTORC1 signaling pathway. Of note, a ro-
bust reduction of mTORC1 activation was observed in
Lrh-1hep−/− livers, as evidencedby thedecreasedphosphor-
ylationof 4EBP1andS6K (Fig. 3I).We then investigated the
importance of glutamine in the activation of mTORC1 in
Hepa 1.6 cells. Depletion of glutamine for 6 h reduced α-
KG levels (Supplemental Fig. S3B) and inhibitedmTORC1
activity (Supplemental Fig. S3C).Moreover, supplementa-
tion of a cell-permeable α-KG analog, dimethyl-KG (DM-
KG), restored the activation of mTORC1 signaling upon
glutaminedeprivation (Supplemental Fig. S3D), indicating
that intracellular glutamine and its derived α-KG are es-
sential to stimulate mTORC1. Based on these results, we
overexpressed LRH-1 or GLS2 in Hepa 1.6 cells. In both
settings, mTORC1 activity was induced in the presence
of glutamine (Fig. 3J,K). These effects were reversed upon
glutamine starvation (Supplemental Fig. S3E,F). Further-
more, RNAi-mediated suppression of LRH-1 or GLS2 in-
terfered with phosphorylation of 4EBP1 and S6K in the
presence of glutamine, while addition of DM-KG or over-
expression of GLS2 or LRH-1, respectively, rescued
mTORC1 activities (Fig. 3L,M; Supplemental Fig. S3G,
H). These datahence suggest that theLRH-1–GLS2axis in-
creases α-KG levels and consequently activatesmTORC1.
The LRH-1–GLS2 axis promotes cell proliferation
Activation of mTORC1 inhibits autophagy (Kim et al.
2011), activates protein translation (Ma and Blenis 2009),
and promotes cell growth (Schmelzle and Hall 2000). To
investigate the importance of the LRH-1–GLS2–mTORC1
pathway, we first assessed autophagy in mid-term DEN-
treated livers. As expected, disruption of LRH-1 induced
autophagy, as evidenced by reduced phosphorylation of
ULK-1 at Ser757, blunted P62, and increased LC3-II levels
(Supplemental Fig. S4A). Silencing of LRH-1 or GLS2 de-
creased global protein translation asmeasured by incorpo-
ration of 35S-labelledmethionine inHepa 1.6 cells (Fig. 4A,
B), while their overexpression enhanced translation (Sup-
plemental Fig. S4B,C).We thenevaluated the linkbetween
LRH-1, α-KG, and cell proliferation.As expected, LRH-1 or
GLS2 overexpression promoted cell proliferation, while
additional glutamine deprivation prevented the increase
in cell proliferation (Fig. 4C,D). Conversely, inhibition
of glutaminolysis by LRH-1 or GLS2 silencing inhibited
cell proliferation, while overexpression of LRH-1 or
GLS2 rescued this effect (Supplemental Fig. S4D,E).More-
over, diminished cell proliferation upon LRH-1 or GLS2
suppression could also be rescued by addition of DM-KG
(Fig. 4E,F), indicating that the LRH-1–GLS2 axis activates
cell proliferation in an α-KG-dependent manner. It has
been shown that GLS2-catalyzed deamination of glu-
tamine is also essential for the control of intracellular
reactive oxygen species (ROS) levels (Hu et al. 2010). Sup-
plementation with the antioxidant N-acetyl-cysteine
(NAC), however, could not rescue the inhibited cell pro-
liferation upon LRH-1 or GLS2 silencing in Hepa 1.6
cells (Supplemental Fig. S4F,G), suggesting that reduced
mTORC1 signaling rather than induced oxidative stress
accounts for the reduction in cell proliferation. Further-
more, Hepa 1.6 cells silenced for LRH-1 or GLS2 induced
significantly less tumor growth after propagation in athy-
mic nude mice (Fig. 4G). Taken together, these findings
Figure 3. LRH-1 controls glutamine-induced anaplerosis and regulates mTORC1 activ-
ity. (A) GLS2-mediated biochemical reaction with hyperpolarized [5-13C]glutamine. Red
dots indicate the labelling of C5. (B–D) Representative in vivo 13C MR spectra showing
hyperpolarized [5-13C]glutamate productionwith the by-product signal of hyperpolarized
[5-13C]pyroglutamate (B), the mean signal intensity of the hyperpolarized [5-13C]gluta-
mate formed via glutaminase (C ), and intracellular α-KG levels (D) in the livers of
DEN-treated Lrh-1hep+/+ and Lrh-1hep−/− mice. (E–H) Intracellular α-KG levels in Hepa
1.6 cells transfected with either control or Lrh-1 expression plasmids (n = 3 per group
(E) or scrambled or Lrh-1 targeted siRNAs (n = 3 per group) (F ), transduced with either
AdGFP or AdGLS2 viruses (n = 3 per group) (G), or transfectedwith scrambled orGls2 tar-
geted siRNAs (n = 3 per group) (H). (I ) Phosphorylation states of S6K and 4EBP1 in the liv-
ers of mice described in B. (J–M ) Phosphorylation states of S6K and 4EBP1 in Hepa 1.6
cells transfected as in E (J), transduced as in G (K ), transfected as in F (L), or transfected
as in H (M ) with or without dimethyl-KG (DM-KG) supplementation (L,M ). Data repre-
sent mean ± SEM. (∗) P < 0.05; (∗∗) P < 0.01; (∗∗∗) P < 0.001 by two-tailed Student’s t-test.
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highlight that LRH-1 promotes cell proliferation through
glutaminolysis and mTORC1 signaling.
In conclusion, our study assigns a critical role to LRH-1
in hepatic fuel metabolism with a striking impact on he-
patic tumorigenesis. Unlike the role of LRH-1 in the intes-
tine and pancreas, the oncogenic potential of hepatic
LRH-1 is independent from the β-catenin/Wnt signaling
pathway and is instead driven by the regulation of specific
gene programs involved in mitochondrial glutamine ca-
tabolism (Fig. 4H). The enhanced mTORC1 signaling
upon LRH-1-induced glutaminolysis indicates that the ef-
fect of LRH-1 on glutamine processing also impinges on
established kinases in cell growth and cancer, thereby fur-
ther amplifying the overall growth-stimulating effect.
These observations, together with our previous findings
linking LRH-1 to glucose-dependent fatty acid biosynthe-
sis via ChREBP activation (Oosterveer et al. 2012), support
the notion that LRH-1 confers a protumorigenic status to
hepatocytes by promoting themetabolism of the principal
fuel substrates of cancer cells. Further studies arewarrant-
ed to fully understand its role in human HCC and explore
its potential as a drug target.
Materials and methods
Animal studies
Hepatocyte-specific LRH-1 knockout (Lrh-1hep−/−) and wild-type
(Lrh-1hep+/+) mice were previously reported (Oosterveer et al. 2012). Con-
genic neonatal mice at 14 d old were intraperitoneally injected with
DEN at a dose of 25 mg per kilogram of body weight to initiate tumor for-
mation. Six months (mid-term DEN) or 10 mo (long-term DEN) after in-
jection, mice were sacrificed, and liver tissue was collected. The
experiments with the AAV8 viruses have been described previously (Oos-
terveer et al. 2012). Five-week-old male BALB/c nu/nu mice were pur-
chased from Charles River and maintained in the animal facilities. All
animal procedures were approved by the Swiss authorities (Canton of
Vaud, animal protocol IDs 2375 and 2768) and performed in accordance
with our institutional guidelines.
ChIP
ChIP analysiswas performed as described previouslywithminormodifica-
tions (Stein et al. 2014). DNAwas purified using the PCR clean-up extrac-
tion kit (Macherey-Nagel), after which qRT-PCR was performed as
described previously (Mataki et al. 2007). Data were normalized to the in-
put [fold differences = 2−(Ct sample−Ct input)]. ChIP primer sequences are list-
ed in Supplemental Table 1.
Measurements of metabolites
For NADPH/NADP+ and GSH/GSSG ratios, liver biopsies were extracted
with 70% ethanol, and biomass was separated by centrifugation at 4000
rpm for 10min. Liquid extracts were then dried by vacuum centrifugation,
resuspended in 10 μL of water per milligram of wet weight, and analyzed
by targeted liquid chromatography-tandem mass spectrometry on a
ThermoQuantumUltra instrument equipped with aWaters Acquity ultra
high performance liquid chromatographer (UPLC). Intracellular α-KG lev-
els were determined using commercial kits (Abcam, ab83431) according to
the manufacturer’s instructions.
In vivo hyperpolarized 13C MR measurements
DEN-treated Lrh-1hep+/+ and Lrh-1hep−/− mice were anesthetized with
∼1.8% isoflurane, 0.5% O2, and 0.5% air. A 750-μL bolus containing a
dose of 0.57 mmol/kg ± 0.02 mmol/kg hyperpolarized [5-13C]glutamine
was administered in 9 sec. A series of 30°C BIR4 adiabatic RF excitation
pulses were applied using a custom-built dual 1H/13C probe (two 1H sur-
face coils placed in quadrature on top of a 13C single-loop surface coil)
placed under the animal on the shaved skin located above the mouse’s
liver. In vivo 13C MR measurements were respiratory-gated and triggered
with simulated cardiac signal with a repetition time of 1 sec. Acquisi-
tions were performed with an INOVA spectrometer (Varian/Magnex).
The peak integrals were obtained from summed spectra analyzed using
VNMRJ.
Allograft tumor study
Hepa 1.6 cells suspended in phosphate-buffered salinewere injected subcu-
taneously into the left flanks of nude mice (4 × 106 cells per flank). The di-
ameters of the tumors were measured every 3 d, and tumor volumes (V)
were calculated using the formula V = L×W2/2, where L is length, and W
is width.
Statistical analysis
Data represent mean ± SEM. Comparison of differences between two
groups was assessed using two-tailed Student’s t-tests. Multiple group
comparisons were assessed by one-way ANOVA and Tukey’s post-hoc
test. Differences under P < 0.05 were considered statistically significant
(P < 0.05 [∗], P < 0.01 [∗∗], and P < 0.001 [∗∗∗]).
More experimental Materials and Methods are included in the Supple-
mental Material.
Figure 4. The LRH-1–GLS2 axis promotes protein translation and
cell proliferation. (A,B) Global protein synthesis measured by 35S-la-
belledmethionine incorporation inHepa 1.6 cells transfectedwith ei-
ther scrambled or Lrh-1 targeted siRNAs (n = 3 per group) (A) or
scrambled or Gls2 targeted siRNAs (n = 3 per group) (B). Relative 35S
methionine signals were normalized to Tubulin. Data represent
mean ± SEM. (∗) P < 0.05; (∗∗) P < 0.01 by two-tailed Student’s t-test.
(C–F ) Relative viable cells and representative Crystal Violet staining
images of Hepa 1.6 cells transfected with either control or Lrh-1 ex-
pression plasmids (n = 3 per group) (C ) or transduced with either
AdGFP or AdGLS2 viruses (n = 3 per group) (D) with or without gluta-
mine deprivation or scrambled or Lrh-1 targeted siRNAs (n = 3 per
group) (E) or scrambled or Gls2 targeted siRNAs (n = 3 per group) (F )
with or without DM-KG supplementation. Data represent mean ±
SEM. (∗) P < 0.05; (∗∗∗) P < 0.001 by one-way ANOVA and Tukey’s
post-hoc test. (G) Comparison of tumor growth and volume of mice
subcutaneously injected with Hepa 1.6 cells that were transduced
with scrambled, LRH-1 targeted, or GLS2 targeted shRNA. n = 6 per
group. (H) Graphical summary illustrating how LRH-1 promotes glu-
tamine-induced anaplerosis and reductive biosynthesis in hepatic
cancer cells. Enzymes highlighted in red are reduced in Lrh-1hep−/−
livers, and an asterisk indicates indirect regulation by LRH-1.
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SUMMARY
Reverse cholesterol transport (RCT) is an antiathero-
genicprocess inwhichexcessivecholesterol frompe-
ripheral tissues is transported to the liver and ﬁnally
excreted fromthebodyvia thebile.Thenuclear recep-
tor liver receptorhomolog1 (LRH-1) drivesexpression
of genes regulating RCT, and its activity can bemodi-
ﬁedbydifferentposttranslationalmodiﬁcations.Here,
we show that atherosclerosis-prone mice carrying
a mutation that abolishes SUMOylation of LRH-1 on
K289R develop less aortic plaques than control litter-
mates when exposed to a high-cholesterol diet. The
mechanism underlying this atheroprotection involves
an increase in RCT and its associated hepatic genes
and is secondary to a compromised interaction of
LRH-1 K289R with the corepressor prospero homeo-
box protein 1 (PROX1). Our study reveals that the
SUMOylation statusof a single nuclear receptor lysine
residue can impact the development of a complex
metabolic disease such as atherosclerosis.
INTRODUCTION
Atherosclerosis is a disease characterized by excessive
cholesterol accumulation in vessel walls. It evolves from a com-
plex interplay between hypercholesterolemia, dyslipidemia, and
chronic inﬂammation and encompasses several tissues and
organs (Weber and Noels, 2011). Rupture of an atherosclerotic
plaque may lead to a myocardial infarction or stroke, two of
the primary causes ofmorbidity andmortality in theworld (Weber
and Noels, 2011).
Liver receptor homolog 1 (LRH-1 or NR5A2) is a member of the
NR5A subfamily of nuclear receptors (NRs) that binds as amono-
mer to its response elements (Fayard et al., 2004). The transcrip-
tional activity of LRH-1 is governed by multiple factors, including
the binding of ligands and posttranslational modiﬁcations, which
together deﬁne its interaction with transcriptional coregulators
(Fernandez-Marcos et al., 2011; Lee and Moore, 2008). LRH-1
is highly expressed in tissues of the enterohepatic axis, where it
has diverse molecular and physiological functions (Fayard et al.,
2004) ranging from local glucocorticoidproduction in the intestine
(Coste et al., 2007) to glucose sensing in the liver (Oosterveer
et al., 2012). Interestingly, one of the ﬁrst described LRH-1 target
genes is scavenger receptor B type 1 (Scarb1) (Schoonjans et al.,
2002), a gene that is expressed in many tissues and plays
important functions in reverse cholesterol transport (RCT), an
antiatherogenic process in which excessive cholesterol from
peripheral tissues is transported to the liver and ﬁnally excreted
via the bile (Rosenson et al., 2012). Although several other LRH-
1 target genes involved in cholesterol metabolism have been
identiﬁed, including carboxl ester lipase (Cel) (Fayard et al.,
2003), ATP binding cassette member subfamily G5 (Abcg5),
Abcg8 (Freeman et al., 2004), and apolipoprotein M (Apom)
(Venteclef et al., 2008), so far no study has demonstrated that
LRH-1 activity is critical for proper RCT or atherogenesis.
LRH-1 is targeted for SUMOylation by E3-SUMO ligases at
several lysine residues, and this conserved reversible posttrans-
lational modiﬁcation affects its transcriptional activity (Chalkia-
daki and Talianidis, 2005; Lee et al., 2005; Talamillo et al.,
2013; Venteclef et al., 2010; Ward et al., 2013). SUMOylation of
human LRH-1 is considered to attenuate its transcriptional activ-
ity, yet the mechanistic basis underlying this repression is poorly
understood. Although one study reported that the SUMOylated
form of LRH-1 is sequestered into promyelocytic leukemia
(PML) protein bodies (Chalkiadaki and Talianidis, 2005), another
study proposed that SUMO modiﬁcation of LRH-1 stabilizes the
recruitment of the transcriptional nuclear receptor corepressor 1
and histone deacetylase 3 (NCoR1/Hdac3) corepressor complex
through its association with G protein pathway suppressor 2
(GPS2) (Venteclef et al., 2010).
In this study, we demonstrate that mice carrying a mutation on
lysine 289 of LRH-1 (Lrh1 K289R mice) display reduced LRH-1
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SUMOylation and increased expression of genes regulating
cholesterol transport. When crossbred to atherosclerosis-prone
low-density lipoprotein receptor (Ldlr) knockout mice, Ldlr/
Lrh-1 K289R mice show improved RCT and diminished athero-
sclerosis development in comparison to control mice. Mechanis-
tically, this effect is attributed to the speciﬁc loss of interaction of
the mutated form of LRH-1 with the corepressor PROX1, thereby
increasing the expression of LRH-1 target genes involved in RCT.
RESULTS
Non-SUMOylatable LRH-1 K289R Displays Increased
Transcriptional Activity In Vitro
The murine LRH-1 protein has several lysine (K) residues that
could be SUMOylated. They are located in the DNA binding
domain, hinge region, or ligand binding domain (Figure 1A). On
the basis of previous studies (Lee et al., 2005), we mutated the
most relevant K residues to non-SUMOylatable arginines (R)
and analyzed their potential to trans-activate a heterologous
LRH-1 reporter by transient transfection assays (Figure 1B).
Interestingly, the K289R mutation displayed the highest tran-
scriptional activity, whereas the remaining K mutations (K173R,
K213R, or K329R) had neither an effect as single mutations nor
an additive effectwhenmutated together with K289R (Figure 1B).
Next, we analyzed whether the enhanced activity of LRH-1
K289R was also associated with a reduction in the SUMOylation
status. Human embryonic kidney 293T (HEK293T) cells trans-
fected with either LRH-1 wild-type (WT) or LRH-1 K289R were
cotransfected with either PIAS3 SUMO ligase alone or in combi-
nation with SUMO-1 substrate. Basal LRH-1 WT SUMOylation
was clearly detectable, whereas it was nearly undetectable
in LRH-1 K289R (Figure 1C). Cotransfection with PIAS3 and
SUMO-1 slightly increased SUMOylation of LRH-1 WT (Fig-
ure 1C). Notably, LRH-1 K289R SUMOylation remained low after
PIAS3 and SUMO-1 cotransfection, showing that mutating a sin-
gle K residue can affect the total SUMOylation status of the tran-
scription factor (Figure 1C). Moreover, cotransfection of LRH-1
WT or LRH-1 K289R with the isopeptidase sentrin/SUMO-spe-
ciﬁc protease 1 (SENP1) efﬁciently removed the SUMO modiﬁ-
cation from only LRH-1 WT (Figure 1D). The SUMO acceptor
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Figure 1. Non-SUMOylatable LRH-1 K289R Displays Increased Reporter Activity and Impaired SUMOylation In Vitro
(A) Schematic overview of LRH-1 highlighting the lysine residues that were mutated. DBD, DNA binding domain; FTZ, fushi tarazu homology domain; LBD, ligand
binding domain; AF2, activation function 2 domain.
(B) Luciferase assay performed in HEK293T cells that were cotransfected with a pGL3::(LRHRE)5-TK-LUC and a pCMV plasmid coding for LRH-1 WT or the
outlined mutant constructs. n = 3. The experiment was replicated three times.
(C) Immunoprecipitation of V5-tagged LRH-1 to detect the SUMOylated band of LRH-1 (arrowheads). HEK293T cells were transfected with pCMV-V5::LRH-1WT
or pCMV-V5::LRH-1 K289R, pCMV::PIAS3, and/or pcDNA-HA::SUMO-1-HA. The experiment was replicated at least three times.
(D) Immunoprecipitation of V5-tagged LRH-1 to detect the SUMOylated band of LRH-1 in HEK293T cells that were transfected with pCMV-V5::LRH-1 (WT or
K289R) and pCMV-FLAG::SENP1. The experiment was replicated at least three times.
(E) Residues adjacent to K289 are required for SUMOylation and function of LRH-1 activity. Luciferase assay was performed in HEK293T cells that were
cotransfectedwith a pGL3::(LRHRE)5-TK-LUC and pCMVplasmid coding for LRH-1WT or the outlinedmutant constructs. n = 3 from three separate experiments.
(F) Immunoprecipitation of V5-tagged LRH-1 to detect SUMOylation of the different mutant constructs used in (E).
Data are represented as means ± SEM. *p < 0.05, **p < 0.01, ***p < 0.001 relative to Lrh-1 WT, as determined by ANOVA and Bonferonni post hoc or Student’s
t test. Arrowheads, LRH-1*SUMO-1 band; x, short exposure; z,long exposure.
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motifJ-K-x-E is found in many SUMOylated proteins. Although
the lysine residue can be targeted for SUMOylation, the adjacent
hydrophobic (J) and acidic glutamate (E) residues are also
necessary tomediate the conjugation with the SUMOE2 enzyme
Ubc9 (Bernier-Villamor et al., 2002). Mutation of these two sites
(I288A and E291V) also increased LRHRE-driven reporter activ-
ity (Figure 1E) and reduced LRH-1 SUMOylation (Figure 1F),
showing that not only the lysine but also an intact SUMOacceptor
motif is crucial for the SUMO-dependent function of LRH-1.
LRH-1 K289R Activates Selected Target Genes In Vivo
To understand the relevance of this particular SUMO acceptor
lysine residue, we carried out comparative alignment studies.
Alignment of the amino acids surrounding the murine LRH-1
K289 with other species demonstrated that this particular
SUMO acceptor motif is highly conserved in vertebrates but
not in the chordate lancelet (Branchiostoma ﬂoridae), sea urchin
(Strongylocentrotus purpuratus), fruit ﬂy (Drosophila mela-
nogaster), or roundworm (Caenorhabditis elegans; Figures 2A;
Figure S1A available online). However, homologous proteins in
C. elegans and D. melanogaster have other sites that can be tar-
geted for SUMOylation (Talamillo et al., 2013; Ward et al., 2013).
Next, we compared the murine LRH-1 protein sequence with
other monomeric NRs with special focus on the highly variable
and intrinsically disordered hinge region (Krasowski et al.,
2008). Besides the close homolog NR5A1 (SF-1), only the reti-
noic-acid-receptor-related orphan receptors (RORs:NR1F1,
NR1F2, and NR1F3) displayed somewhat homologous hinge
regions (Figure S1B). Closer alignment of LRH-1 with NR5A1
and the three RORs showed that only NR1F1 and NR1F2 contain
A D
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Figure 2. The LRH-1 SUMOAcceptorMotif Is Conserved in Vertebrates, andMutation of Its Lysine Triggers Activation of Cholesterol Homeo-
stasis Genes In Vivo
(A) Alignment of the amino acid sequence surrounding the murine LRH-1 K289 residue with other species. The blue-lined box highlights the aligned amino acids
homologous to the SUMO acceptor motif, and the gray shading marks the sequences with an intact SUMO acceptor sequence.
(B) Protein alignment of LRH-1 (NR5A2) with other monomeric NR showing conserved sequences surrounding the LRH-1 K289 residue. Green, high homology;
red, low homology.
(C) Overview of the genomic and protein sequence surrounding the K289R mutation. Mutation of a single nucleotide (AAG/ AGG) at genomic level leads to
K289R mutation of the translated protein.
(D) Venn diagram depicting the number of genes that are signiﬁcantly up- or downregulated in Lrh-1hep/ (n = 8) in comparison to Lrh-1hep+/+ (Oosterveer et al.,
2012) (n = 8) as well as Lrh-1 K289R (n = 7) in comparison to Lrh-1 WT (n = 7) mice.
(E) Heatmap displaying the expression of selected LRH-1 target genes in the corresponding genotypes (n = 4 per genotype).
(F) Hepatic expression of genes that regulate cholesterol homeostasis in Lrh-1 WT (n = 8) and Lrh-1 K289R (n = 9) mice.
Data are represented as means ± SEM. *p < 0.05, **p < 0.01, ***p < 0.001 relative to Lrh-1 WT, as determined by Student’s t test. See also Figures S1
and S2.
Cell Metabolism
Role of LRH-1 SUMOylation in Atherosclerosis
Cell Metabolism 20, 603–613, October 7, 2014 ª2014 Elsevier Inc. 605
the conserved SUMO acceptor motif (Figure 2B). These bio-
informatic data suggest that SUMOylation of this site is speciﬁc
for a very small subset of NRs and highlights the functional
importance of the hinge region in these selected NRs.
To analyze the physiological impact of the K289R mutation on
LRH-1 function in vivo, we generated a knockin mouse line con-
taining the K289R mutation Lrh-1 K289R (Figures 2C and S2A).
The offspring of Lrh-1 K289R breeders were born under normal
Mendelian and sex ratios, and no apparent dysmorphic pheno-
type could be observed in these mice (data not shown). The
mutation did not affect the expression of LRH-1 in the liver in
comparison to Lrh-1 WT and hepatocyte-speciﬁc Lrh-1hep+/+
mice (Figure S2B). Then, we performed microarray analyses on
livers in order to compare the transcriptome of hepatocyte-spe-
ciﬁc Lrh-1hep/ (Oosterveer et al., 2012) and Lrh-1 K289R mice
to their corresponding controls. Only 57 of the 244 genes
(23.4%) whose expression was decreased in Lrh-1hep/ mice
were induced in Lrh-1 K289R mice (Figure 2D and Table S1).
Several of the established LRH-1 target genes that are reduced
in Lrh-1hep/ mice were oppositely regulated in Lrh-1 K289R
mice (Figure 2E). Intriguingly, most of the selected hepatic
LRH-1 target genes involved in cholesterol metabolism were
increased in Lrh-1 K289R in comparison to Lrh-1 WT mice, as
determined by qPCR analyses (Figure 2F). Although hepatic
expression of Cyp8b1 was nearly absent in hepatocyte-speciﬁc
Lrh-1hep/mice (Mataki et al., 2007), it was onlymildly enhanced
in Lrh-1 K289Rmice (Figure 2F). This was reﬂected in the compo-
sition of bile acids in the gallbladder. Although the total bile acid
content did not differ, Lrh-1 K289R mice had slightly increased
tauro-conjugated cholic acid (tCA) and less tauro-conjugated
muricholic acid (tMCA) (Figure S2C). Altogether, these data
show that LRH-1 K289R exhibits increased transcriptional activ-
ity on a selected subset of LRH-1 target genes and cannot be
described as a global constitutive active LRH-1 form.
LRH-1 K289R Protects against Atherosclerosis
Development
Given that many of the genes affected in Lrh-1 K289R mice are
involved in cholesterol homeostasis, we hypothesized that
LRH-1 K289Rmay affect cholesterol metabolism, and hence hy-
percholesterolemia-driven diseases, such as atherosclerosis. To
study the role of LRH-1 K289R in atherosclerosis, we crossbred
Lrh-1 WT and Lrh-1 K289R mice to atherosclerotic-prone Ldlr
knockout mice in order to generate Ldlr/ Lrh-1 WT (LL-WT)
or Ldlr/ Lrh-1 K289R (LL-K289R) mice. Then, 8-week-old LL-
WT or LL-K289R mice were subjected to a high-cholesterol
diet (HCD) for 14 weeks. Body and liver weight (Figures S3A
and S3B), and also gross morphology of other organs, were
similar between the different genotypes (data not shown).
Notably, en face plaque analyses of the thoraco-abdominal aorta
demonstrated that LL-K289R mice developed signiﬁcantly less
atherosclerotic plaques than LL-WT mice and also accumulated
less cholesterol in their aortas (Figures 3A–3C). Advanced pla-
que analyses of the aortic sinus stained for collagen imaging
revealed no changes in necrotic core size, cap thickness, or
collagen content in LL-K289R in comparison to LL-WT mice
(Figures S3C–S3E). Total plasma cholesterol did not differ be-
tween the mice, and plasma triglyceride levels were only slightly
reduced before administering the HCD andwere not signiﬁcantly
changed upon HCD feeding (Figures S3F and S3G). Although no
changes in triglyceride content were observed in the lipoprotein
fractions, a small reduction in the cholesterol content of the
low-density lipoprotein subfraction of LL-K289R mice could be
noticed (Figures S3H and S3I). Furthermore, hepatic triglyceride
content was not changed in overnight fasted LL-K289R mice,
whereas cholesterol content was only slightly increased (Fig-
ure 3D). Stainings of liver cryosections showed no apparent dif-
ference in neutral lipid content and cellular morphology between
the two genotypes (Figure 3E). These data demonstrate that
LL-K289R mice develop less atherosclerosis, possibly as a
consequence of improved RCT.
To assess a potential contribution of macrophages in the
observed phenotype, we measured Lrh-1 in isolated thioglyco-
late-elicited peritonealmacrophages. In comparison to its expres-
sion in the liver, Lrh-1 was barely detectable in macrophages
under the conditions analyzed (Figure S4A; bioGPS Lrh-1 expres-
sion pattern, http://biogps.org/#goto=genereport&id=26424).
Furthermore, treatment with acetylated LDL (acLDL) to trigger
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Figure 3. LRH-1 K289R Protects against
Atherosclerosis Progression
(A) Quantiﬁcation of aortic plaque area in Ldlr/
Lrh-1 WT (LL-WT) or Ldlr/ Lrh-1 K289R (LL-
K289R) mice. n = 11 per genotype.
(B) Quantiﬁcation of the cholesterol content in
aortic lipid extracts of LL-WT (n = 9) and LL-K289R
(n = 8) mice.
(C) Representative aortas of LL-WT and LL-K289R
mice stained with Oil-Red O.
(D) Quantiﬁcation of cholesterol and triglyceride
contents in hepatic lipid extracts of LL-WT and
LL-K289R mice. n = 6 per genotype.
(E) Representative images of hematoxylin and
eosin and Oil-Red O (ORO) staining of hepatic
sections of LL-WT and LL-K289R mice. The white
scale bar represents 200 mm, and the black scale
bar represents 50 mm.
Data are represented as means ± SEM. *p < 0.05,
**p < 0.01, ***p < 0.001 relative to LL-WT, as
determined by Mann-Whitney U or Student’s
t tests. See also Figure S3.
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foam cell formation or lipopolysaccharide (LPS) in order to eval-
uate the inﬂammatory response did not trigger any signiﬁcant
difference in acetylated LDL accumulation, Scarb1 expression,
or inﬂammatory markers between Lrh-1 WT and K289R macro-
phages (Figures S4B–S4H), suggesting that the effects on aortic
lipid accumulation are not likely related to differential macrophage
function.
LRH-1 K289R Protects against Atherosclerosis by
Promoting RCT
Intrigued by the marked decrease of atherosclerotic lesions in
LL-K289R mice and the increased expression of genes involved
in hepatic cholesterol homeostasis in Lrh-1 K289R mice (Fig-
ure 2F), we analyzed the expression of genes involved in RCT
in the liver. Notably, hepatic expression of Abca1, Abcg5,
Abcg8, Apoe, and Scarb1 was signiﬁcantly increased in LL-
K289R in comparison to LL-WT mice (Figure 4A). Given that
many of these genes are also expressed in the intestine
and contribute to whole-body cholesterol homeostasis, we
analyzed their expression pattern in the duodenum, jejunum,
and ileum. Surprisingly, none of these transcripts was
increased in any of the three intestinal sections (Figure 4B).
Moreover, microarray analyses of jejunal sections from Lrh-1
K289R and Lrh-1 WT mice did not display differential expres-
sion of cholesterol and lipoprotein regulators that are ex-
pressed in livers and intestine (Figure S4I), indicating that
LRH-1 K289R speciﬁcally induces the expression of cholesterol
transport regulators in the liver.
To analyze whether the increased expression of RCT genes
has physiological consequences, we performed in vivo macro-
phage-to-feces RCT and biliary ﬂux studies. In vivo RCT analysis
was performed by injecting peritoneal macrophages that were
loaded with [3H]-cholesterol (3H tracer) ex vivo into recipient
LL-K289R and LL-WT mice. 3H-tracer counts were signiﬁcantly
increased in the fecal cholesterol fraction of LL-K289R in com-
parison to LL-WT mice, whereas no major differences were
observed in the fecal bile acid pool or the plasma, hepatic, or
biliary pools (Figures 4C–4H). Furthermore, gallbladder cannula-
tion revealed that bile ﬂow was increased in LL-K289R in com-
parison to LL-WT mice (Figure 4I). In line with the increased
bile ﬂow, biliary cholesterol, bile acids, and phospholipids excre-
tion were also enhanced in LL-K289R in comparison to LL-WT
mice (Figures 4J–4L). These data establish LRH-1 K289R as a
potent mediator of bile secretion and RCT in vivo.
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Figure 4. Improved Reverse Cholesterol Transport and Biliary Sterol Excretion in LL-K289R Mice
(A) Hepatic expression of genes affecting cholesterol metabolism in LL-WT and LL-K289R mice. n = 9 per genotype.
(B) Intestinal expression of genes affecting cholesterol metabolism in LL-WT and LL-K289R mice. Duod, duodenum; Jejun, jejunum. n = 9 per genotype.
(C–H) LL-WT and LL-K289Rmice were injected with 3H-cholesterol loaded LL-WTmacrophages. Detection of 3H-tracer in plasma (C), fecal cholesterol (Chol; D),
fecal bile acids (BA; E), liver (F), bile cholesterol fraction (G), and bile BA fraction (H). n = 10 LL-WT; n = 12 LL-K289R.
(I–L) Bile excretion (I) and biliary secretion rates of Chol (J), BA (K), and phospholipids (PL; L). n = 10 per genotype.
Data are represented as means ± SEM. *p < 0.05, **p < 0.01, ***p < 0.001 relative to LL-WT, as determined by Mann-Whitney U or Student’s t tests. See also
Figure S4.
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Liver-Speciﬁc Lrh-1 Knockout Mice Do Not Develop
Increased Atherosclerosis
Even though the transcriptome and targeted gene expression
analyses argue against Lrh-1 K289R as a simple constitutively
active form of LRH-1 (Figures 2D–2F), we nevertheless explored
whether the hepatocyte-speciﬁc Lrh-1hep/micewould yield an
opposite phenotype on RCT and atherosclerosis development.
Therefore, we crossbred hepatocyte-speciﬁc Lrh-1hep/ with
Ldlr/ mice in order to generate Ldlr/ Lrh-1hep+/+ (Ld-WT) or
Ldlr/ Lrh-1hep/ (Ld-LKO) mice and fed them an HCD for
12 weeks. Body and liver weight did not differ between the geno-
types (Figures S5A and S5B). Interestingly, Ld-LKO did not
develop more atherosclerotic lesions than Ld-WT mice (Figures
5A and 5B), although the expression of the RCT regulators (Fig-
ure 5C) and binding of LRH-1 to the Abcg5/Abcg8 intergenic
promoter (Freeman et al., 2004) (Figure S5C) was signiﬁcantly
lower in the Ld-LKO liver. Moreover, in vivo RCT analysis demon-
strated an increased fecal sterol content in Ld-LKO mice, which
could explain why these mice do not develop more atheroscle-
rotic lesions (Figures 5D–5I). The increase of fecal sterols in
Lrh-1hep/mice most likely stems from the compromised intes-
tinal sterol absorption, which was previously reported to be the
consequence of reduced Cyp8b1 in the liver shifting the bile
acid pool toward more hydrophilic bile acids (Figure 5C) (Mataki
et al., 2007; Out et al., 2011).
Compromised Binding of LRH-1 K289R with the
Corepressor PROX1 Derepresses Hepatic RCT Genes
Several corepressors have been reported to ﬁne-tune the activity
of LRH-1 in a context speciﬁc manner. In the liver, corepressors
such as small heterodimer partner (SHP or NR0B2) and prospero
homeobox protein 1 (PROX1) as well as the NCOR1/HDAC3
corepressor complex can repress LRH-1 activity (Goodwin
et al., 2000; Lee and Moore, 2002; Lu et al., 2000; Qin et al.,
2004; Venteclef et al., 2010). To test the assumption that LRH-1
SUMOylation affects the interaction of LRH-1with potential core-
pressors, we carried out coimmunoprecipitation experiments in
HEK293T cells transfected with LRH-1 WT or LRH-1 K289R in
the presence of the corepressor SHP, PROX1, or NCOR1. Sur-
prisingly, we observed that the interaction between LRH-1 and
PROX1was lost ormuchweaker when LRH-1 K289Rwas ectop-
ically expressed (Figure 6A), whereas no difference in interaction
was observed with SHP or detected with NCOR1 (data not
shown). This would suggest that optimal PROX1-LRH-1 interac-
tionmay at least require transient SUMOylation of K289 of LRH-1
WT. To assess this possibility, we coexpressed the isopeptidase
SENP1 in order to enzymatically remove SUMO from its
substrates. SENP1 robustly reduced the interaction between
LRH-1 WT and PROX1, supporting the hypothesis that the
SUMOylation status affects the interaction (Figure 6B), which
might be direct or be mediated by a third partner. Interestingly,
the weaker interaction observed between PROX1 and LRH-1
K289R was further reduced by addition of SENP1, suggesting
that other SUMOylatable sites in the protein complex may
enhance the interaction between the two proteins (Figure 6B).
Given that loss of binding to the corepressor PROX1 would pro-
vide a mechanistic basis for explaining the enhanced activity
of LRH-1 K289R, we next explored whether differential Prox1
expression between liver and intestine could explain the absence
of effects on intestinal RCT genes in Lrh-1 K289R mice (Fig-
ure 4B). Interestingly, Prox1 mRNA was almost undetectable
in the small intestine and only marginally expressed in the colon
in comparison to liver (Figure 6C; bioGPS Prox1 expression
pattern, http://biogps.org/#goto=genereport&id=26424), thus
most likely contributing to the differential expression of RCT
genes between liver and intestine.
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Figure 5. Liver-Speciﬁc Lrh-1 Knockout Mice Do Not Develop More Atherosclerosis
(A) Quantiﬁcation of aortic plaque area in Ldlr/ Lrh-1hep+/+ (Ld-WT, n = 12) or Ldlr/ Lrh-1hep/ (Ld-LKO, n = 11) mice.
(B) Representative aortas of Ld-WT and Ld-LKO mice stained with Oil-Red O.
(C) Hepatic expression of genes affecting cholesterol metabolism in Ld-WT and Ld-LKO mice. n = 9 per genotype.
(D–I) Ld-WT and Ld-LKOmice were injected with 3H-cholesterol loaded Ld-WTmacrophages. Detection of 3H tracer in plasma (D), fecal cholesterol (E), fecal BA
(F), liver (G), bile Chol fraction (H), and bile BA fraction (I). n = 13 Ld-WT; n = 10 Ld-LKO.
Data are represented as means ± SEM. *p < 0.05, **p < 0.01, ***p < 0.001 relative to LL-WT, as determined by Student’s t test. See also Figure S5.
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To study the molecular effect of the PROX1-LRH-1 interaction
in more detail, we decided to use primary hepatocytes. Notably,
both Lrh-1 and Prox1 transcripts were reduced to 25% of their
expression in whole livers but were clearly detectable (Fig-
ure S6A). We isolated primary hepatocytes from Lrh-1hep/
mice and infected them with an adenovirus containing
the LRH-1 WT or K289R followed by ectopic expression
of PROX1. Interestingly, while expression of Abcg1 was not
affected or rather increased in cells overexpressing PROX1,
the expression of Scarb1, Abcg5, and Abcg8 was diminished
in cells in which LRH-1 WT, but not LRH-1 K289R, was reconsti-
tuted (Figures 6D and S6B), demonstrating that the repressive
function of PROX1 on LRH-1 activity depends on an intact
LRH-1 K289 SUMOylation site. Furthermore, LRH-1 K289R
failed to bind PROX1 in transfected primary hepatocytes,
whereas LRH-1 WT/PROX1 interaction was intact (Figure 6E),
demonstrating that the LRH-1/PROX1 complex can assemble
in vitro and ex vivo. To assess whether we could mimic the effect
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Figure 6. Compromised Binding of LRH-1 K289R with Prox1 Derepresses Hepatic RCT Genes
(A) LRH-1/Prox1 CoIP in HEK293T cells overexpressing V5-tagged LRH-1 (WT or K289R) and FLAG-tagged Prox1. The experiment was replicated at least three
times.
(B) LRH-1/Prox1 CoIP in HEK293T cells overexpressing V5-tagged LRH-1 (WT or K289R), FLAG-tagged Prox1, and FLAG-tagged SENP1. The experiment was
replicated three times.
(C) Comparative Prox1 expression in liver, duodenum (Duod), jejunum (Jejun), ileum, and colon of LL-WT and LL-K289R mice. n = 9 per genotype.
(D) Expression of Scarb1, Abcg5, Abcg8, Abca1, and Abcg1 in Lrh-1hep/ primary hepatocytes that were infected or transfected with LRH-1 (WT or K289R) and
Prox1. n = 3. The experiment was replicated with three batches of primary cells.
(E) LRH-1/Prox1 CoIP in primary hepatocytes that were infected or transfected with V5-tagged LRH-1 (WT or K289R) and FLAG-tagged Prox1. n = 2 from
independent batches of primary hepatocytes.
(F and G) Effect of overexpression (F) and small-interfering-RNA-mediated silencing (G) of Prox1 in WT primary hepatocytes n = 3. The experiment was replicated
with two batches of primary cells.
(H) Model showing how LRH-1WT and LRH-1 K289R regulate the expression of key genes controlling hepatic cholesterol transport and its consequence on RCT
and atherosclerosis. S, SUMO-1.
Data are represented as means ± SEM. *p < 0.05 and **p < 0.01 relative to non-Prox-1-transfected controls, as determined by Student’s t test. See also
Figure S6.
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of LRH-1/PROX1 interaction in a physiologically relevant cell
model, we next overexpressed or silenced Prox1 in WT pri-
mary hepatocytes. While overexpression of Prox1 reduced the
expression of the RCT regulators (Figure 6F), silencing of Prox1
had the opposite effect (Figure 6G). Altogether, our data suggest
that SUMOylated LRH-1 WT recruits the corepressor PROX1
and hence is unable to selectively activate the transcription of
important cholesterol receptors and transporters (Figure 6H). If
SUMOylation of LRH-1 is defective as in our LRH-1 K289R
mutant, then the PROX1-mediated repression is weakened or
lost, thereby facilitating the induction of RCT genes and dimin-
ishing the progression of atherosclerosis (Figure 6H).
DISCUSSION
Posttranslational modiﬁcation by SUMO affects the function
of a large number of nuclear proteins, including NRs (Geiss-
Friedlander and Melchior, 2007; Treuter and Venteclef, 2011).
Although various NRs have emerged as reversible SUMO targets
modulating almost every aspect of NR function in cell models,
very few studies have established in vivo functional roles of NR
SUMOylation in health or disease. This is rather surprising given
the prominent role of NRs in the pathogenesis of diseases
and the repressive imprint of SUMOylation on NR activity. In
this study, we have generated a mouse model harboring a
K289R mutation that strongly affects LRH-1 SUMOylation and
function. We demonstrate that loss of SUMOylation by mutating
the critical lysine acceptor site in the LRH-1 protein is sufﬁcient to
protect mice against the development of a chronic metabolic
disease such as atherosclerosis. More importantly, we provide
evidence that the beneﬁcial effect on atherosclerosis is caused
by enhancing the transcription of hepatic RCT genes, such as
Abca1, Abcg5, Abcg8, and Scarb1, without any involvement of
gut- or macrophage-speciﬁc RCT genes. These ﬁndings are
consistent with a recent study in Drosophila showing that
SUMOylation of the LRH-1 homolog Ftz-f1 affects the expres-
sion of the scavenger receptor Snmp1, which is required for
cellular cholesterol uptake and subsequent steroid synthesis
(Talamillo et al., 2013), suggesting that LRH-1 SUMOylation
may impact on a similar physiologically conserved pathway.
Alignment of the protein sequence of LRH-1with other NRs re-
vealed that, aside from SF-1, only members of the ROR family
have a hinge region that is comparable to that of LRH-1 (Fig-
ure 2B). Although in SF-1, mutation of two conserved SUMO
acceptor lysine residues in the hinge region leads to a striking
developmental phenotype in mice, characterized by inappro-
priate sonic hedgehog signaling and impaired endocrine tissue
development (Lee et al., 2011a), our study shows that disruption
of only one of these conserved SUMO sites in LRH-1 has a sig-
niﬁcant impact on adult homeostasis and protects against the
development of a chronic disease. Surprisingly, SUMOylation
of the homologous motif in RORa seems to activate instead
of repressing its transcriptional activity (Hwang et al., 2009);
however, its physiological properties have not been reported.
These studies collectively indicate that SUMOylation of the hinge
region has profound functional consequences among a very
small subset of NRs.
The mechanistic features by which SUMO modulates the ac-
tivity of NRs vary considerably and can range from interference
with- to promotion of protein-protein interactions or alternatively
competition with other PTMs (Geiss-Friedlander and Melchior,
2007; Jentsch and Psakhye, 2013). Our data suggest a role for
LRH-1 SUMOylation in promoting protein-protein interactions.
This ﬁnding is in line with previous studies showing that
SUMOylation of LRH-1 K224, the human lysine residue corre-
sponding to mouse LRH-1 K289, binds to a transcriptional core-
pressor complex consisting of NCOR1, HDAC3, and GPS2 and
regulates the expression of acute phase response genes in hu-
man hepatoma cells (Venteclef et al., 2010). Interestingly, this
study further demonstrated that mouse LRH-1 binding to the
haptoglobin promoter was reduced in Sumo1 knockout in com-
parison to WT livers. In our study, we reveal an unanticipated
mechanism by demonstrating that LRH-1 K289R fails to bind
another corepressor (i.e., PROX1), and we furthermore show
that this impacts on the RCT genes, ultimately leading to
enhanced bile ﬂow and atheroprotection. The study by Venteclef
et al. (2010), along with our work, propose that SUMOylation of a
single K residue of LRH-1 promotes the recruitment of speciﬁc
corepressor complexes. Importantly, our data demonstrate
that the effect of LRH-1 SUMOylation depends on tissue-spe-
ciﬁc corepressor interaction.
The physiological stimuli and timing that affect LRH-1
SUMOylation in the liver are unknown. In primary granulosa
cells, SUMO-driven sequestration of LRH-1 into nuclear bodies
is abruptly reversed by cAMP and results in the induction
of LRH-1 target genes (Yang et al., 2009). Intriguingly, this is
accompanied by a robust reduction of the Ubc9 and Pias3
genes, which are part of the SUMO conjugation machinery.
Conversely, expression of the SUMO-speciﬁc isopeptidase
Senp2 was increased. Although the crosstalk with the cAMP
signaling has not been evaluated in the context of LRH-1
SUMOylation in liver cells, it is tempting to speculate that
different physiological and/or pharmacological cues could
trigger speciﬁc posttranslational modiﬁcations in LRH-1, which
in turn could recruit speciﬁc corepressor complexes.
Several studies have identiﬁed natural or synthetic LRH-1 ac-
tivators and inhibitors (Ingraham and Redinbo, 2005). A recent
study has identiﬁed the unusual phospholipid dilauroyl phospha-
tidylcholine as an LRH-1 ligand (Lee et al., 2011b). Future studies
should test whether ligand activation, posttranslational modiﬁ-
cations such as SUMOylation, and coregulator recruitment are
interconnected. The tissue and context-speciﬁc nature of such
effects may offer an ideal therapeutic window for activating a
receptor and exploit beneﬁcial effects, without causing adverse
effects that are common with NR therapeutics (Marciano et al.,
2014). In this context, it is important to point out that the biolog-
ical effects of LRH-1 K289R cannot be compared to those
induced by a gain-of-function of LRH-1 or by a potential drug
that would enhance the activity of LRH-1 in a broader manner.
In fact, the Lrh-1 K289R mice show increased activation of
selected LRH-1 target genes, whereas other targets are not
affected. The Lrh-1 K289R mice also seem to display no effects
on RCT in the gut, most likely because LRH-1 and PROX-1 are
not coexpressed in the same cells of the crypt-villus epithelium
(Botrugno et al., 2004) or because of the low abundance of
PROX-1 in the intestinal mucosa (Figure 6C). Likewise, no
changes on Scarb1 gene expression could be detected in mac-
rophages (Figure S4E). Such a restriction of the effects of LRH-1
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to selected tissues—in this case, the liver—and a subset of
target genes, may be the key to drive only antiatherogenic ef-
fects of LRH-1. A better understanding into how SUMOylation
of LRH-1 and ensuing coregulator recruitment can bemodulated
will be instrumental and may provide opportunities for pharma-
cological intervention to combat common diseases, such as
atherosclerosis.
EXPERIMENTAL PROCEDURES
Animal Studies
The generation of the Lrh-1 K289R mouse model is described in detail in the
Supplemental Experimental Procedures. Congenic C57Bl/6J Lrh-1 WT or
Lrh-1 K289R mice were crossbred with congenic C57Bl/6J Ldlr knockout
mice in order to generate Ldlr/ Lrh-1 WT (LL-WT) or Ldlr/ Lrh-1 K289R
(LL-K289R) mice. LL-WT and LL-K289Rmice were kept on an HCD (1.25% to-
tal cholesterol, Harlan TD.94059) for 14 weeks starting at the age of 8 weeks.
Similarly, congenic C57Bl/6J Lrh-1hep/ and Lrh-1hep+/+ mice (Oosterveer
et al., 2012) were crossbred with Ldlr/ mice in order to generate Ldlr/
Lrh-1hep+/+ (Ld-WT) or Ldlr/ Lrh-1hep/ (Ld-LKO) mice and fed a HCD for
12 weeks. All animal procedures were approved by the Swiss authorities
(Canton of Vaud, animal protocols ID #2561 and #2768) and performed in
accordance with our institutional guidelines.
Site-directed mutagenesis, subcellular fractionation of liver tissue, immuno-
precipitation (IP), Coimmunoprecipitation (CoIP), and western blotting are
explained in the Supplemental Experimental Procedures.
Protein Alignment
All protein alignments were performed with the standard Geneious (Blosum62
matrix) or ClustalW (BLOSUM matrix) algorithm from the Geneious software
(http://www.geneious.com).
Gene Expression and Analysis
RNA was extracted from the livers and jejunums of ad libitum fed Lrh-1 WT
(n = 7) and Lrh-1 K289R (n = 7) mice and from liver of ad libitum fed Lrh-
1hep+/+ (n = 8) and Lrh-1hep/ (n = 8) mice with TRIZOL (Invitrogen) and
puriﬁed with the RNeasy Cleanup Kit for Microarray Analysis (QIAGEN). For
quantitative RT-PCR (qRT-PCR), cDNA was generated with the QuantiTect
Reverse Transcription Kit (QIAGEN) and analyzed by qPCR with a LightCycler
480 Real-Time PCRSystem (Roche), and the primers are listed in the Table S2.
Expression data were normalized to 36B4 or B2M mRNA levels. Microarray
analysis was performed with the Affymetrix MouseGene 1.0 ST or Affymetrix
MouseGene 2.0 ST array and normalized with the robust multiarray average
method. A table of reciprocally regulated transcripts is provided in Table S1.
Venn diagram analysis and heatmaps were performed with GENE-E (http://
www.broadinstitute.org/cancer/software/GENE-E/index.html). For the Venn
diagram, the overlap of nominally signiﬁcantly changed genes (p < 0.05 and
fold changeR 1.5) among the groups was analyzed.
Chromatin Immunoprecipitation
ChIP analysiswas performed as described previously withminormodiﬁcations
(Duggavathi et al., 2008). DNA was puriﬁed with the PCR Clean-up extrac-
tion kit (Macherey-Nagel), after which qPCR was performed as described
previously (Mataki et al., 2007). Data were normalized to the input (fold differ-
ences = 2(Ct sample  Ct input)). ChIP primer sequences are listed in Table S3.
Lipoprotein Separation
Pooled plasma samples were subjected to fast protein liquid chromatography
gel ﬁltration with a Superose 6 Column (GE Healthcare). Individual fractions
were assayed for cholesterol and triglyceride concentrations with commer-
cially available enzymatic assays (Roche).
Hepatic Lipid Analyses
Hepatic lipids were extracted according to the Bligh and Dyer (1959) protocol.
Triglyceride and cholesterol contents in plasma and hepatic lipid fractions
were quantiﬁed with enzymatic assays (Roche).
Cholesterol Uptake and LPS Stimulation of Peritoneal Macrophages
Thioglycolate-elicited peritoneal macrophages were harvested, cultured, and
starved in vitro and then loaded with 50 mg/ml DiI-labeled acetylated LDL for
4 hr in order to assess the cholesterol uptake or 10 ng/ml LPS for 4 hr in order
to analyze the expression of inﬂammatory markers.
Reverse Cholesterol Transport
RCT protocol was adapted from Meissner et al. (2010). In brief, thioglycolate-
elicited mouse peritoneal macrophages were harvested, cultured in vitro,
loaded with 50 mg/ml acetylated LDL and 3 mCi/ml 3H-cholesterol for 24 hr,
and equilibrated in RPMI 1640 medium containing 1% penicillin/streptomycin
and 0.2% BSA for 6 hr. For in vivo RCT, two million labeled LL-WT macro-
phages were injected intraperitoneally into recipient LL-WT or LL-K289R
mice. Mice were sacriﬁced 48 hr postinjection, and plasma, liver, gallbladder,
and feces were stored at 80C until further analysis. Counts within liver were
determined after the solubilization of the tissue. Fecal samples were dried,
weighed, and thoroughly ground. Then, aliquots were separated into bile
acid and neutral sterol fractions prior to liquid scintillation counting.
Bile Flow and Bile Composition
Bile duct cannulation was performed as described previously (Kruit et al.,
2005) with LL-WT and LL-K289R mice. In brief, hepatic bile was collected
for 30 min from the common bile duct via cannulation of the gallbladder, and
bile ﬂow was determined gravimetrically assuming a density of 1 g/ml for
bile. Bile composition was analyzed by high performance liquid chromatog-
raphy (HPLC) tandem mass spectrometry as described previously (Mataki
et al., 2007).
Primary Cell Culture
Primary hepatocytes from hepatocyte-speciﬁc Lrh-1hep/mice were isolated
with LiberaseBlendzyme (Roche) perfusion as described previouslywithminor
modiﬁcations (Ryu et al., 2011). Lrh-1hep/ hepatocytes were plated in Dul-
becco’s modiﬁed Eagle’s medium 4.5 g/l glucose with 10% fetal bovine
serum. Cells were infected with an adenovirus expressing LRH-1 WT or
LRH-1 K289R 4 hr after plating followed by transfection of a Prox1 plasmid
with Lipofectamine 2000 (Invitrogen). Cells were lysed 48 hr postinfection
and used for subsequent analysis.
Reporter Assays
Transient transfections in HEK293T cells were performed with Lipofectamine
2000 (Invitrogen) or JetPEI (Polyplus) as previously described (Oosterveer
et al., 2012). In brief, cells were transfected with pTK-GL3 reporter constructs
driven by a heterologous promoter consisting of multiple consensus LRH-1
response elements (pGL3::(LRHRE)5-TK-LUC) in the presence of either
pCMX::LRH-1 WT or the KR mutant constructs. Luciferase activities were
measured 24 hr posttransfection and normalized to b-galactosidase activities.
Immunohistochemistry
En face plaque analysis was performed on thoraco-abdominal aortae that
were ﬁxed with 10% paraformaldehyde overnight and then stained with Oil-
Red O (Stein et al., 2010). Aortic sinuses were cut into 5-mm-thick serial cryo-
sections and stained with Sirius Red in order to measure necrotic core size,
cap thickness, and collagen content (Stein et al., 2010). Means were taken
from n = 6 mice per genotype, and three serial cryosections were evaluated
from each mouse.
Statistical Analyses
Data are expressed as means ± SEM. Analysis of en face atherosclerotic pla-
que content and bile excretion rates was carried out with Mann-Whitney U
tests. Comparison of differences between two groups of other experiments
was assessed with unpaired two-tailed Student’s t tests. Multiple group com-
parisonswere assessedbyone-wayANOVAandBonferonni post hoc tests. p<
0.05 was considered statistically signiﬁcant (*p < 0.05, **p < 0.01, ***p < 0.001).
ACCESSION NUMBERS
All microarray data are accessible at the NCBI Gene Expression Omnibus
under number GSE59333.
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SUPPLEMENTAL INFORMATION
Supplemental Information contains Supplemental Experimental Procedures,
six ﬁgures, and three tables and can be found with this article online at
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